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Segments critical to the activity of human granulo- 
cyte-macrophage colony-stimulating factor (GM-CSF) 
were identified by scanning deletion analysis and com- 
. pared with the critical regions previously identified in 
the homologous mouse GM-CSF protein. Three of the 
four critical regions thus identified are in equivalent 
positions in their respective polypeptides, while a 
fourth critical region of each is uniquely located. To 
investigate whether unique critical regions are respon- 
sible for the observed species specificity of human and 
mouse GM-CSF, all critical regions were substituted 
Into their opposite homologue. This identified one spe- 
cific, but different, critical region in each homologue 
that could not be replaced. Further characterization of 
the nature of the species specificity of these two pro- 
teins was accomplished by the generation of a series of 
human/mouse GM-CSF hybrids. Each hybrid protein 
was assayed for specific activity on human- and mouse 
GM-CSF-dependent cell lines. Significant differences 
in the specific activity of these hybrids was observed, 
suggesting that different segments of each molecule 
interact with their respective receptors. Based on these 
two approaches, individual amino acids were identified 
that could provide, at least in part, the interactions 
between these protein ligands and their respective 
receptors. These residues are Thr-78 and Met-SO in 
tousnan GM-CSF and Asp-$2, Thr-98, and Asp- 1102 in 
mouse GM-CSF. 



Granulocyte-macrophage colony stimulating factor (GM- 
CSF) 1 is a protein hormone that mediates the proliferation, 
differentiation, and functional activity of neutrophils, - mac- 
rophages, and eosinophils (2, 3). It 'is produced by several cell 
types such as T-lymphdcytes and monocytes (4). Both human 
and mouse GM-CSF have been characterized by cloning, 
sequencing, and expression of their cDNAs (5, 6). Despite a 
high level of amino acid homology and similar physical char- 
acteristics (7, 8), the two polypeptides are species specific at 
both the biological and receptor binding levels (6).* 

Structure-function studies carried out by us and other lab- 
oratories ( 1 , 9-12) have identified a number of residues critical 

* DNAX Research Institute of Molecular and Cellular Biology is 
supported by the Schering Plough Corporation. The costs of publi- 
cation of this article were defrayed in part by the payment of page 
charges. This article must therefore be hereby marked "advertise- 
ment" in accordance with 18 U.S.C. Section 1734 solely to indicate 
thisfacL 

X To whom reprint requests should be addressed. 
1 The abbreviation used is: GM-CSF. granulocyte-macrophage col- 
ony-stimulating factor. 

* A. B. Shanafelt and R. A. Kastelein, unpublished observations. 



to the activity of mouse and human GM-CSF. Most of the 
results support the four cr-helical bundle model for human 
GM-CSF proposed by Parry et oL (13). However, none of 
these studies suggest a basis for the observed species specific- 
ity of the two polypeptides. 

In the present report we address this question. Two inde- 
pendent approaches were used. First, regions critical to the 
activity of human GM-CSF were determined and compared 
with those previously identified in mouse GM-CSF (I). Sec- 
ond, a series of human/mouse hybrid polypeptides were gen- 
erated and analyzed The results of these experiments com- 
pliment each other and indicate that different regions of these 
structurally homologous proteins provide critical contribu- 
tions to activity, suggesting a basis for the species specificity 
of biological activity observed with human and mouse GM- 
CSF. 

MATERIALS AND METHODS 

Bacterial Host Strains and Vectors — Escherichia coti K12 strain 
JM101 (14) was used as the host for propagation and maintenance of 
M13 DNA. CJ236 (15) was used to prepare uradl-DNA for use in 
site-directed mutagenesis. AB1899 (16) was used as the host for 
expression of wild-type and mutant human and mouse GM-CSF 
proteins. Either pINHIompH3 (17) or p0MPTH3 (a tetracycline- 
resistant variant of plNlIIompH3) was used as the expression vector 
for all GM-CSF genes. Elsewhere, we have described the expression 
of biologically active, mature GM-CSF with this E. coti secretory 
expression system (18). The human GM-CSF coding region was 
synthetically reconstructed using a series of oligonucleotides! Unique 
restriction sites were introduced where possible without altering the 
protein sequence, and preferred E. coti codons (19) were selectively 
used. From this construct, an Xbal-BamM fragment containing the 
ompA leader sequence and the entire human GM-CSF gene was 
cloned in M 1 3 mp|9 (replicaUve form) and used as i the template for 
site-du^cted inuta{?2^Ut Construction of the mouse GM-CSF gene 
and mutagenesis template has been ^previously described <1). 

Mutagenesis. Recombinant DNA, and Sequencing Protocols— In 
vivo recombination of human and mouse {JM-CSF was performed as 
follows: GM CSF cDNA sequences were oriented in tandem, sepa- 
rated by EcoRl and Sad restriction sites, in pINIIIompH3 (17), and 
were transformed into AB1899. Plasmid DNA was prepared from a 
bulk culture, cleaved with EcoKl and SocI, arid retransformed. Indi- 
vidual colonies were screened by restriction enzyme mapping, and 
sequenced using the dideonynucleotide method (20) with modifica- 
tions described in the Sequenase~ (United States Biochemical) pro- 
tocol. 

Site-directed mutagenesis followed the protocol described by Kun- 
kel et oi. (15). M13 (implicative form) DNA containing correct muta- 
tions was cleaved with Xbal and BamHl (New England Biolabs) for 
cloning into pINIIIompH3 or cleaved with X6al and £coRI for cloning 
into pOMPTH3. 

Preparation and Quantitation of Protein Extracts— Protein extracts 
were prepared as previously described (1). Small aliquots (2-10 $d) of 
each sample were assayed for protein concentration in duplicate using 
a Schleicher & SchueU Minifold II Slot-Blot system. Purified E coti- 
derived recombinant human or mouse GM-CSF was used on each 
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blot to generate a standard curve for the quantitation of wild-type 
and mutant protein in each extract. The primary antibody- was anti- 
human GM-CSF peptide hybridoma 2F10 (21) used at a concentration 
of 1 /ig/ml, or anti-mouse GM-CSF peptide hybridoma mg 1J&J2 (22) 
used at a concentration of (12 jxg/ml, and secondary antibody was 
^I-Iabeled sheep anti-rat IgG (Amersham Corp.) used at 1:1000 
dilution. Autoradiograms were scanned by an LKB Ultroscan XL 
laser densitometer, and the concentration of wild-type and each 
mutant GM-CSF protein was calculated from the height of each 
absorption peak in comparison to that generated from a purified GM- 
CSF standard curve. The error in the calculated concentration of 
GM-CSF protein by this method was estimated to be approximately 
2-fold based on repetitive samples of individual clones of GM-CSF 
expressed in AB1899. 

Proliferation Assays for Human and Mouse GM-CSF Activity — 
Human GM-CSF deletion protein extracts were assayed using the 
human GM-CSF-dependent erythroleu&emic cell line TFl (23). GM- 
CSF protein extracts with substituted critical regions were assayed 
on both the TFl cell line and the mouse GM-CSF-dependent myeloid 
leukemia cell line NFS60. Sample concentrations were adjusted to 
108,000 pg/rol and titrated in quadruplicate to 1.8 pg/ml. The 3-[4^- 
dimethylthiazo]-2-yl]-2,5-dipbenyltetrazolium bromide assay de- 
scribed by Mosmann (24) was used to measure the extent of prolif- 
eration, and absorbance values were read with a kinetic micro- 
plate reader (Molecular Devices, Palo Alto, CA). The concentration 
of each mutant and wild-type GM-CSF that gave 50% maximum 
response was determined, and specific relative activity was calculated 
using the relationship 

% activity = ({ wild-type], /i/lrautant),/*) x 100%, 

where [wild-type],^ and [ mutant] 1/T are the concentrations of wild- 
type and mutant GM-CSF proteins, respectively, that gave 50% 
maximum response in the TFl or NFS60 assays. The specific activity 
determined varied <10% for a given mutant in multiple assays 
performed over several months time. 

RESULTS 

Systematic Introduction of Deletions Throughout Human 
GM-CSF— The structural and/or functional importance of 
specific regions within the human GM-CSF polypeptide were 
examined by the systematic introduction of deletions along 
the entire length of the molecule. In a manner identical to 
that described for mouse GM-CSF (1), deletions of three 
amino acids were introduced every five amino acids on a 
synthetically generated human GM-CSF DNA sequence by 
site-directed mutagenesis. The amount of wild-type and mu- 
tant polypeptide produced was found to vary from 10-100 fig/ 
ml. Samples were assayed in quadruplicate for their ability to 
stimulate the proliferation of the human GM-CSF-dependent 
cell line TFl. Results were expressed as specific activity 
relative to that of native human GM-CSF produced and 
assayed under the same conditions in parallel. The sensitivity 
of the assay was estimated to be 0,01% of wild-type activity. 

Definition of Four Regions Critical to the Activity of Human 
GM-CSF— Fig. 1 illustrates the relative biological activity of 
56 deletion proteins with respect to the location of their 
deletions. This representation displays the relative contribu- 
tion of each segment of the molecule to the activity of intact 
human GM-CSF, revealing both critical and noncritical re- 
gions. Any mutant protein exhibiting less than 0.01% of wild- 
type activity was considered inactive, and the amino acid 
residues in the corresponding deletion mutant were referred 
to as critical to the activity of human GM-CSF. Four critical 
regions can be identified comprising =36% of the residues. 
The other 64% of the molecule can tolerate small deletions 
without complete loss of activity. However, it is evident from 
Fig. 1 that even the small deletions result in substantial loss 
of activity. 

Comparison of Critical Regions in Human and Mouse GM- 
CSF— Fig. 2 summarizes the locations of critical regions iden- 
tified in human GM-CSF compared with those previously 




annftn o add 

FlC. 1. Relative activity as a function of deletion location). 
The percent activity relative to wild-type human GM-CSF of each 
mutant protein in the TFl assay is plotted as a function of the 
location of the central amino acid of the respective deletion. Note the 
logarithmic scale used for % activity. The sensitivity of the assay was 
estimated to be 6.01% of the wild-type activity; any mutant protein 
with less than this activity was scored as inactive. 

I 

Human APARSPSPSTQPWEKVNAIQEARRLLNLSRDTAAEHHETVEVIS 

Mouse APTRSP I TVTRPWKH VEAI KEALNLLDDMPVT LNEEVEWS 

*• *» »» L ^ *• ^ 

I Ilm 

III Ilh 

Human EMFDLQEPTCLQTRLELTKQG1.RGS LTKLKGPLTMMASI P/KQHC 
Mouse NEFSFKKLTGVCyTRUaFEQGLRGNFTKLKGAUIHTASYYQTYC 

III 
IV 

Hunan PPTPETS^TQFlTFBSFKEHLKDFLLVIPFBcWEPVOE 
Mouse PPTPETDCBTOVTl^ADFIDSUa^TOIPFECKKPSOK 

— 

Fig. 2. Comparison of critical regions between human and 
. mouse GM-CSF. The amino acid sequences of human and mouse 
GM-CSF are shown in parallel, with a three-base insertion in the 
mouse sequence for alignment purposes. Overall, the two molecules 
are 54% identical Critical regions are indicated with bars above 
(human) and below (mouse) the respective amino acid sequence. 
Mismatched amino acids between the two homologies within the 
critical regions are shown in boldface type. 

identified in mouse GM-CSF (1). We have adopted a nomen- 
clature for these critical regions in human GM-CSF such that 
their numerical designation parallels that of those found in 
mouse GM-CSF (1). It is immediately apparent that the 
relative positions for critical regions I, til, and IV are com- 
parable in both polypeptides. However, the fourth critical 
region, labeled Ilh in human GM-CSF and Ilm in mouse GM- 
CSF, appears at a unique location in each polypeptide. 

Substitution of Critical Regions Has Different Effects on 
Human and Mouse GM-CSF— The effect of individual critical 
regions on the activity of human and mouse GM-CSF was 
examined by substitution of each critical region, including 
critical regions Ilh and Ilm, by the corresponding amino acids 
of the opposite homologue. Substitutions required to change 
each critical region into the opposite homologue are high- 
lighted in Fig. 2. Mutant proteins were expressed in either 
pOMPTH3 (human GM-CSF recipient gene) or pINIIIom- 
pH3 (mouse GM-CSF recipient gene), and quahtttated as 
described- All mutants were assayed on both the TFl and 
NFS60 cell lines, and relative activity to human GM-CSF (in 
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Tabus I 

Activities of GM-CSF proteins with substituted critical regions 
Nomenclature: hu, human; mo, mouse; numerals following indicate 
critical region substituted. hM2, mouse critical region Urn substituted 
into the corresponding region of human GM-CSF; mH2, the parallel 
mutant in mouse GM-CSF. Values are expressed as the % activity 
relative to native human GM-CSF in the TFl assay or native mouse 
GM-CSF in the NFS60 assay (see "Materials and Methods*). 



Mutant 0 


TFl 


NFS60 




% activity 


Mouse critical regions in human 






GM-CSF 






hul 


>100 


<0.0l 


hu2 




<0.01 


hu3 


11 


£<M>1 


hu4 


19 


<0.01 


hM2* 


>100 


50.01 


hGM-CSF 


100 


<aoi 


Human critical regions in mouse 






GM-CSF 






mol 


<0.01 


>100 


mo2 


S0.01 


>100 


mo3 


rsO.Ol 


>100 


<mo4 


50.01 


0.20 




S0.01 


>1C0 


mGM-CSF 


saoi 


100 



■ Changes residues not identified as critical in the recipient poly- 
peptide. 



the TFl assay) and mouse GM-CSF (in the NFS60 assay) 
was determined (Table I). 

In human GM-CSF, replacement of critical region I by that 
of mouse GM-CSF (mutant hul) had no deleterious effect on 
activity and substitution of critical regions III and IV had 
only a moderate effect (mutants hu3 and hu4, respectively) 
in the TFl assay. However, substitution of critical region Ilh 
(hu2) resulted in a complete loss of measurable activity 
(£0.01%, Table I). In contrast, substitution of critical region 
Ilm (mo2), as well as critical regions I and III (mutants mol 
and mo3, respectively) in mouse GM-CSF by the correspond- 
ing sequences in human GM-CSF had no negative effect on 
activity in the NFS60 assay (Table I), whereas replacement 
of critical region IV with the corresponding human GM-CSF 
amino acid residues (mutant mo4) reduced activity to 0.20%. 

The inactive human mutant hu2 contains only two amino 
acid changes, Thr-78 changed to Ash and Met-80 to Hit. 
Individual substitution of Thr-78 with Aan in human GM- 
CSF gave a molecule with full activity, while substitution of 
Met-80 with Thr resulted in a molecule with moderately 
decreased activity (34%). This demonstrates that mdividual 
substitution of these two amino acids in human GM-CSF has 
little or no effect on activity; but the dual change is sufficient 
to eliminate the activity of the protein. Mouse GM-CSF 
mutant mo4 has 14 changes in 26 amino acids, making it 
difficult to ascribe the loss of activity to any specific amino 
acid residue. However, analysis of human/mouse GJVi-CSF 
hybrid proteins identified mouse residues Asp-92, Thr-98, and 
Asp- 102 as critical for maintaining biological activity (see 
below). 

Substitution of mouse critical region Ilm into the corre- 
sponding location of human GM-CSF had no negative effect 
on activity in the TFl assay, nor did substitution of human 
critical region Ilh into mouse GM-CSF have a negative effect 
in the NFS60 assay (hM2 and mH2, respectively; Table I). 
None of the human GM-CSF mutants had any activity in the 
NFS60 assay, nor did any mouse GM-CSF mutant have any 
activity in the TFl assay (Table!). 

Generation of Hybrid GM-CSF Polypeptides— A second, 



independent approach to identify regions and/or residues 
essential for biological activity uses the species specific char- 
acter of human and mouse GM-CSF. Hybrid proteins were 
generated by either in viuo recombination or site-directed 
mutagenesis (15) on appropriate templates. The naming of 
the hybrid proteins follows the convention that either an H 
(human) or M (mouse) designates the species of the N- 
terminal portion of the hybrid, and the following numbers 
indicate the amino acids at which crossover occurs between 
the species* For example, H 6/7 contains the first six amino 
acids of mature human GM-CSF ( Ala = 1) and amino adds 
7-124 of mature mouse GM-CSF (Ala = I). 

The altered GM-CSF coding regions were expressed and 
quantitated as described. All mutant polypeptides were as- 
sayed on both the TFl and NFS60 cell lines and relative 
activity to human GM-CSF (in the TFl assay) or mouse GM- 
CSF (in the NFS60 assay) was determined (Table II). 

Nonsymmetrical Effects of N- and C- terminal Substitution 
on Biological Activity— The effects of substitution on the ends 
of the two GM-CSF proteins are shown graphically in Fig. 3, 
where the relative activity in the TFl or NFS60 assay is 
plotted against the amino acid sequence crossover point of 
each hybrid. 

The effect of N-terminal substitution (Fig. 3A) in human 
GM-CSF is described by N-terminal mouse/C- terminal hu- 
man hybrids assayed in the TFl assay, and on mouse GM- 
CSF by N-terminal human/C- terminal mouse hybrids assayed 
in the NFS60 assay. In human GM-CSF, 35% can be substi- 
tuted to yield a fully active molecule (M 43/43, Table II). A 
further substitution of hybrid M 43/43 by only one amino 
acid (M 45/45, additional change of human Ile-43 to Phe) 
causes a 500-fold decrease in activity. Mouse GM-CSF, on 
the other hand, loses activity after substitution of only 17 N- 
teitninal amino acids. The single additional amino acid 
change in the N terminus of Glu-17 to Asn between H 16/17 
and H 19/20 in mouse GM-CSF resulted in a 5,000-fold 
decrease in activity (Table II). 

A direct comparison of C-terminal substitutions is shown 
in Fig. ZB. Here, N-terminal human/C-terminal mouse hy- 
brids in the TFl assay describe C-tenninal substitution of 
human GM-CSF, and N -terminal mouse/C- terminal human 
hybrids in the NFS60 assay show the effects of C-terminal 
substitution in mouse GM-CSF. Human GM-CSF loses about 
99% of its activity after substitution of only four amino acids 
(H 121/119, 0.79%); yet in mouse GM-CSF, the C terminus 
is unaffected by substitution of the terminal 22 amino acids. 
Not until the additional Asp- 102 to Ser change occurs between 
M 1(W/107 and M 101/105 is a ^ Two 
other similar activity changes are 'seen in this region resulting 
from net single amino acid changes: Thr-98 to He (M 97/101) 
and Asp-92 to Ser (M 91/95). 

Single Amino Acid Substitutions of GM-CSF— In a number 
of cases large changes in activity were observed between 
hybrids that only differ by one amino acid- To examine these 
potentially important amino acid positions independent of 
the hybrid context single amino acid substitution of wild-type 
human and mouse GM-CSF were made. 

Human GM-CSF — Large changes in activity of adjacent 
hybrids occur at two places, between M 43/43 and M 45/45, 
and H 122/120 and H 121/119 (Table II). The net amino acid 
changes were, respectively, Ile-43 to Phe and Trp- 1 22 to Lys. 
These individual substitutions were generated by site-directed 
mutagenesis and assayed in the TFl assay. 

The results are shown in Table III, where the activity of 
each single amino acid mutant is shown in boldface type 
adjacent to the activity of its corresponding hybrid. Changes 
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Table II 

GM-CSF hybrid proteins and their activity 
on human and mouse cell tines 



Hybrid* 


% of parent 
polypeptide* 


Activity. 
%ofwildtyp< r * 

TF1 NFS60 


H 6/T* 


4.7 


<0.01 


180 


H 16/17"' 


12.6 


<0.01 


50.0 


H 19/20 


15.0 


<0.01 


<0.01 


H 22/23 


17J 


<0.01 


<0.01 


H 35/36 


27.6 


<0.01 


<0;01 


H 44/46 


34.6 


<0.01 


<0.01 


H 49/50 


38.6 


<0.01 


<0.01 


H 54/52 


42w5 


<0.01 


<o.oi 


H 59/57* 


46.5 


<0.01 


<0.01 


H 68/66* 


53.5 


0.08 


<0.01 


n #»>/ #•> 


59.1 


0.06 


<0.01 


n i if so 


60.6 


0.04 


<0.01 


* 1 J^/IJZ. 


74.0 


0.17 


<0.01 


ii no/in' 

n i if/ ii* 


93.7 


1.2 


<0.01 


H 191 /HQ 


95.3 


ft 7Q 


<0 01 


VI 199 /I on 


96.1 


A ft 
0.0 


<-f> ni 


M 19^/199 


97.6 


A(\ 

4U 


<-o m 




99.2 


to 


<rft' A1 
^JU.Ul 




inn n 


1 f»fl 
1UU 


rfHl A1 
VV.Ul 


M o/ # 




c A 
O.O 




M 2.l(£o 


1*7 9 
1 I.I 






M 35/ Jo 




4d 


U.00 


M 4of4o 




Z10 


U.lo 


M 45/45 


00.4 


n 00 
0.3o 


wi ft i 

<U.01 


M 46/46 




0.18 


<U.U1 


M 47/47 




0.04 


-—ft fti 


M 48/48 


00.7 


1.1 




M 49/50 




0.06 


0.64 


M 51/55 


41.1 


0.17 


6.6 






0.06 


0.29 


M bo/blr 


CO yl 

OZ.4 


<0.01 


0.04 


"k # TO tied 


rg t 
00.1 


<0.01 


0.03 


M 74/78* 


59.7 


<0.01 


0.04 


M 81/85' 


65.3 


<0.01 


0.03 


M 91/95' 


73.4 


<0.01 


0.03 


M 93/97 


75.0 


<0.01 


0.90 


M 96/100 


77.4 


<0.01 


1.0 


M 97/101 


78.2 


<0.01 


1.4 


M 99/103 


793 


<0.01 


14 


M 100/104 


80.6 


<0J)1 


17 


M 101/105 


81.5 


<0.01 


6.6 


M 103/107 


83.1 


<0.01 


110 


M 116/120 


93.5 


<0.01 


100 


mGM-CSF 


100.0 


<0.01 


100 



1000 



100 



•The nomenclature follows the convention that either an H (hu- 
man) or M (mouse) designates the species of the N -terminal portion 
of the hybrid protein, and the folknring numbers indicate the amino 
acid^ at which crossover om 

* The parent polypeptide is defined as that comprising the N* 
terminal of the hybrid. The percent composition reflects the number 
of amino acid residues of the N-terminal species contained in the 
hybrid divided by the total number of residues in the mature wild- 
type GM-CSF protein. 

r Activity is expressed as the % activity relative to native GM-CSF 
in the TFl or NFS60 assay (see "Materials and Methods"). 

'These hybrids were generated by in vivo recombination as de- 
scribed in "Materials and Methods.* All others were made using site- 
directed mutagenesis on appropriate templates (15). 



to Ile-43 arid Trp-122 yield proteins with activities similar to 
the appropriate hybrid, suggesting that Ile-43 and Trp-122 
are integral in their contribution to the activity of human 
GM-CSF. 

Mouse GM-CSF — The greatest variations in activity occur 
between hybrids H 16/17 and H 19/20. M 48/48 and M 47/ 
47, and at the C terminus between M 103/107 and M 101/ 
105, M 99/103, and M 97/101, and M 93/97 and M 91/95, for 



g 

1 

o 

£, 100 



10 










• Human/Mouse, TFl 




—O— Mouse/Human. NTS60 






A 








B 









0.1 0.2 0.3 



0.5 0.6 0.7 0.8 0.9 Ii) 



Crossover, fraction of 
parent polypeptide 

FlC. 3. Differences in the N- and C- terminal responses be* 
tween human and mouse GM-CSF. Activity of the hybrid proteins 
were measured in the TFl (human) or NFS 60 (mouse) assays. Activ- 
ity is presented as a function of the fraction of the hybrid that is 
made up of the N-terminal bomologue. Human/mouse hybrids (•) 
and mouse/human hybrids (O) are grouped cross-assay to compare 
parallel hybrids. In panel A, effects of substitution on activity of the 
N-terminal regions of both proteins are shown. Panel B displays the 
effects of C-terminal substitution. In both cases, large variations in 
the response pattern between the two polypeptides are evident. 

a combined decrease from 113 to 0.03% activity (Table II). 
The he t amino acid changes were, respectively, Glu-17 to Gin, 
Lys-48 to Asp, Asp-92 to Ser, Thr-98 to lie, and Asp- 102 to 
Ser. The activities of the mutants were measured in the 
NFS60 assay and are displayed in boldface type next to the 
activity of the corresponding hybrid in Table III. 

Both mEl7N and mK48D have greater than full activity, 
indicating that a combined effect of the hybrid substitutions 
was responsible for the loss in activity in the corresponding 
hybrid molecules. The single change in mD92S has no signif- 
icant effect on activity/ while mT98I and mD102S both give 
about a 10-fold reduction in activity. Since these. 3 residues 
fall at or in the only critical region in mouse GM-CSF that 
was sensitive to substitution (critical region TV) we examined 
the combined effect of these three mutations on the activity 
of mouse GM-CSF. Two double mutants, mDT:SI (Asp-92 
and Thr-98 to Ser and He) and mTD:IS(Thr-98 arid Asp-102 
to He and Ser) still had about 10% activity (Table III). 
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Table III 

Comparison of individual amino acid mutants 
with corresponding hybrid GM-CSF protein 



Mutant 


Corresponding 


Activities. 


GM-CSF 


hybrid 


% of wild-type 


Human Liivj-Uor 






hl43F 


M 45/45 


0.50/0.38 


hWl22K 


H 121/119 


1.3/0.79 


Mouse GMCSF* 






m£17N 


H 19/20 


340/0.01 


mK48D 


M 47/47 


580/0.01 


mB92S 


M 91/95 


66/0.03 




M 97/101 


8.5/L4 


mO102S 


M 101/105 


9.2/6.6 


mDT:SI' 


M 91/95 


12/0.03 


mTD:IS'' 


M 97/101 


5.5/L4 


imBTDiSIS* 


M 91/95 


0.02/0.03 



° Activities measured in the TPl essay. 
* Activities measured in the NSF60 assay. 
' mDT:SI « D92S + T98T in mouse GM-CSF. 
*mTD:IS « T98I + D102S in mouse GM-CSF. 
'mDTD:SIS « D92S + T98I + D102S in mouse GM-CSF. 



However, the combined change of all 3 residues produces a 
molecule with minimal activity (mDTD:SIS, Table III). This 
triple mutant has activity equal to its corresponding hybrid 
(M 91/95), indicating that these 3 amino acid residues to- 
gether act significantly in the activity of mouse GM-CSF. 
Substitution of the corresponding amino acid residues in 
human GM-CSF, Ser-95, He- 101, and Ser-105 to their mouse 
GM-CSF counterparts had no effect on activity in the TF1 
assay. 

DISCUSSION 

A striking feature of human and mouse GM-CSF is their 
absolute species specificity despite a high degree of sequence 
homology. Both molecules are physically similar polypeptides 
(8) with identical disulfide structures (7), and both are sug- 
gested to have comparable structures using predictive algo- 
rithms (13, 25). Hie considerable homology between the two 
polypeptides suggests that differences exposed by similar 
forms of analysis are contributing factors to the uniqueness 
of each molecule. Two independent approaches were used to 
test this hypothesis. First, we determined and compared re- 
gions critical to the biological activity of human GM-CSF 
with those previously identified in mouse GM-CSF (1). Sec- 
ond, we have generated and analyzed a series of human/ 
mouse hybrid proteins; 

Fig. 2 graphically compares the critical regions found in 
human and mouse GM-CSF. The structural homology be- 
tween the two polypeptides is reflected in the corresponding 
locations of three out of the four critical regions (regions /, 
///, and /V). Only critical regions lib in human GM-CSF and 
Urn in mouse GM-CSF occupy unique positions in their 
respective polypeptides. We anticipated that the difference in 
location of these critical regions could account (at least to 
some extent) for the species specific character of GM-CSF. 
To test this hypothesis we substituted not only the uniquely 
located critical regions Ilh and Ilm, but also the common 
critical regions in both molecules with residues of the opposite 
species. Both molecules are generally tolerant to substitution 
with minor or no decrease in activity (Table I). However, in 
each molecule one specific, but different, critical region is 
sensitive to substitution. In human GM-CSF, substitution of 
critical region Ilh eliminates activity, while a similar decrease 
was observed when critical region IV was substituted in mouse 
GM-CSF. 



Critical Amino Acid Residues in Human GM-CSF— Sensi- 
tivity of human critical region Ilh to substitution with mouse 
residues supports the hypothesis that the residues comprising 
this region, amino acids at positions 77-32, contribute to the 
species-specific character of GM-CSF. The present study 
identifies specifically residues Thr-78 and Met-80 in this 
region as important residues. Although individual substitution 
of these residues does not affect the activity significantly, 
substitution of both amino acids to the corresponding mouse 
residues (mutant hu2) completely eliminates it. This double 
mutant also is unable to compete native human GM-CSF in 
binding assays on TF1 cells (data not shown). 

Two other lines of evidence support the notion that residues 
77-82 form species-specific receptor contacts. Brown et al 
(11) have mapped the epitopes of a pair of blocking mono- 
clonal antibodies to residues 77-94. Secondly, in a previously 
published study involving hybrid GM-CSF molecules, Kau- 
shansky and co-workers (10) identified residues 78-94 as 
critical for functional activity. Our hybrid GM-CSF data do 
not specifically identify human GM-CSF residues 77-82 as 
critical. An explanation for this could be the low activity of 
the two hybrids that cover this region (H 77/75 and H 94/92, 
Table II). 

Kaushansky et at (10) also stipulate that amino acid resi- 
dues 21-31 are critical for activity of human GM-CSF. Our 
data do not support this conclusion. Substitution of the first 
43 residues of human GM-CSF resulted in a protein with full 
activity (Table II, M 43/43). This indicates that human GM- 
CSF can sustain extensive substitution in this region, al- 
though it is intolerant to small deletions (Fig. 1) and specific 
substitutions (e.g. residues 20 and 21, Ref 26). Apparently, 
the structure of human GM-CSF can be disrupted by muta- 
tions in the N-terminal 43 amino acids, but it can be main- 
tained by complete substitution with mouse residues. Conse- 
quently, this region cannot be involved in the species speci- 
ficity observed for human GM-CSF. 

In the hybrid analysis we observed a sharp reduction in 
activity across human GM-CSF residues 122-126. This de- 
crease in activity was not observed by either Clark-Lewis et 
aL (9), using synthesized human GM-CSF peptides, or by 
Kaushansky et at (10). However, neither Clark-Lewis et aL 
nor Kaushansky et aL accurately quantitated the amount of 
specific mutant protein examined in their assays, and thus 
may explain why these two groups did not see this effect. 
Deletions in the C-terminal portion of human GM-CSF also 
caused significant losses of activity (Fig. 1). We have purified 
to near homogeneity, quantitated, and assayed . C-terminal 
deletion mutants of both human and mouse GM-CSF which 
lack the final 6 amino acid residues of each protein (data not 
shown). Consistent with our hybrid data, the human deletion, 
mutant has 3.0% of wild-type activity (compare with H 121/ 
119, 0.79%, and hW122K, 1.3% activity), and the mouse 
deletion mutant has 68% of wild-type activity (compare with 
M 116/120, 100% activity). The sensitivity of these residues 
in human GM-CSF to both substitution (specifically Trp- 
122) and deletion alludes to the possibility that they have a 
material role in the activity of this protein, whereas this region 
appears to be of no importance in mouse GM-CSF. 

A specific role for the C terminus of human GM-CSF is 
further supported by the work of Seelig et aL (12). These 
authors show that purified rabbit IgG raised against a C- 
terminal peptide of human GM-CSF (residues 110-127) 
blocks the activity of human GM-CSF. Anti-idiotypic anti- 
bodies generated against these IgG proteins did not bind to 
human GM-CSF or the peptide, yet specifically blocked hu- 
man GM-CSF activity and inhibited ,a *I -human GM-CSF 
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portion of these residues is close to or ia direct coiitect vn®k 

Two additional amino acid residues in human E^-CSF 
were identified as enseal for activity in the n&twe pol$jp$+ 
tide, Ile-43 and Trp-122, with m^r^beMm m^ 

the meptorvbindpg isite. At present we Baviei Bp $r> 
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residues <Asp-92, ife-lffi, aorid Asp-102) as fli^iHcanfr jfet 
mouse GM CSF activity. Just as was observed for rasMoes 
5 ^hr-78 and Met 4*6 of iWi^ojje bumatj 
region Hh, individual substitution of the 3 mouse' ^.KM^SJ? 
residues had no dramatic effect on activi$y. 
ai! 3 residues by the co^^ 
rendered the resulting mutant mouse 
virtually inactive, su£$e$tin£ tihat mm 
between these 3 residues is occurring, 
mouse GM-CSF, since neither substitution of htxnffifr 
CSF critical region fV nor simultaneous sul)Stitufion,^She 
comparable human GM-CSF residues (residue 6eis95f 
101, and Ser- 105) bad any profound effect on 4^v$$&* 

In mouse GM-CSF, two additional large chang£$^ili ;p$^$y 
0100-fold) occurred as an apparent consequence oq# single 
amino acid substitutions. However, individual 8nbstitujt3di$ of 
these residues, GIu-17 and LyB-48, had no deleterious dSoct 
on activity, reflecting that some cumulative eiffc^ of Substi- 
tutions in the corresponding hybrid proteins was ns$e$9a?y to 
affect activity. 

What Defines Species Specificity in Human wviMouseGM- 
CSF?— By analysing human and mouse GM*C&? 
ilar approaches, significant differences were ssposesd 
the overall physical similarities of both 
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contains one specific, but different, aitkal ^r^gjo© :$^.|s 
Sensitive to substitution. The unique character iff ~a$fcSr ^§Vr 
peptide was further reflected by their d^eren£a) sm&Stk&ty 
to Mr and C- terminal substitution with residues Gftfoe <>tt$sr 
species. Thus, the interactions of die two ligands with i&eir 
respective receptors appear to involve different i^tanS43^£he. 
ligands. For human GM-CSF, the evidence available su^ste 
that residues in critical region IDi, in particular 1%r^8 
Met-80, provide receptor contacts. The C terminus of human 
GM-CSF, and specifically residue Trp-122, is also either part 
of or in close proximity to the human GM-CSF receptor - 
binding domain. In mouse GM-CSF, it is possible that a 
combination of residues Asp-92, Thr-98 v and Asp- 102 provides 
species-specific receptor contacts. A second important region 
in mouse GM-CSF is located around residues 17-22^ At pres- 
ent, no data are available related to whether these residues 
form receptor interactions or whether they fulfill a critical 
structural roie; however, deletion mutants and N-tertninal 
human/C-terminal mouse GM-CSF hybrids have identified 
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i^mt mk&y M .Mmm^&Bfc hybrids with a mou^ 
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of human GM-CSF. 
differences Nts^ hutato and mouse GM-CSF de- 
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t}^e data on a four GM- 
eSB* P»#o^d tyy Pasxy zt eL (14) (FSg. 4), SiriMnfi^, ijfcje 
slui^^ef£k^ and mouse GM-CSF, 

ninnery 1, 01, and IV, coincideiplJeciselv vrith regions predicted 
to be ^beficaL This similarrty between human and mouse 
GM-CSF suggests ttet these helices play an important role 
m n^intaining proteiii integrity and bioactivity. In human 
BM^SSR critical *eg*o^W beginning of the C D 

loop. If hxjps and coils at the^nd of helices are the most hiary 
sites of s^ceptorM^racMD^ (ad proposed by Parry et cL ( 1 
it la psossible that the defining critical region Oh tn 

h^man GM-CSF foicm dis^t seceptor contacts; both deletion 
and mbstittttSon^ C-tenwnal residttss 

W^lSf are rjotentMly io ^teaa ptcssmsty to the rssidu®c of 

$^ m$ to ."^btf 'H^jsrnjiBcJ portion # 

meaas critical .^^ -1^ $Mtps ^ helhi D in the iPaosry 
*ofel <Fig. 4JL Struc^£l ^ui^ of mouse GM-CSF (27) 
uj»ng pr^hne sub^tutiow N^enninal por- 

tion of critical r^gfen : jh?:» ^r^hcted to be a-hehcal t is only 
loosely defined by this structural motil Thus, it is possible 
that the N-terminaJ porttOn of critical region IV, and specif • 
icaily residues Asp-92, Hir-98, and Asp-102, form a loop-lilte 
structure that is free to interact with the mouse GM-CSF 
receptor. 

U the Parry et aL (13) model is correct, critical region lib 
and the N- terminal portion of critical region IV lie on opposite 
poles of the molecule (Fig. 4). Indeed, if these are the sites of 
direct receptor interactions for their respective proteins, the 
species specificity of human and mouse GM-CSF can be 
explained on this basis alone. Confirmation of this conclusion 
is dependent upon further mutational analysis of the residues 
involved and\ eventtiaUy,.three-dimemional structural infor- 
mation on each polypeptide. 
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The proliferation and differentiation of granulocytes and 
macrophages from progenitor bone marrow cells is mediated 
by a group of protein hormones known as the 1 colony- 
stimulating factors (1). Four distinct colony-stimulating fac- 
tors have been identified in both mouse and human; one of 
these is granulocyte-macrophage colony-stimulating factor 
(GM-CSF). It is produced by various cell types, such as T 
lymphocytes and monocytes (2), and has multiple activities in 
vitro. It not only stimulates the formation of granulocytes and 
macrophages from bone marrow progenitor cells (1) but also 
can activate mature eosinophils, neutrophils, and macro- 
phages (3). 

Both mouse (m) and human (h) GM-CSF have been char- 
acterized by cloning, sequencing, and expression (4, 5). The 
mGM-CSF polypeptide (124 residues; M^WMfy: os 54% 
identical to the hGM-CSF ipolypesJtMe <127 residues; M„ 
14,65®), Despite (the high degree of hm&dGgy , the two 
polypeptides are species specific (5). 

Limited information is available on stmcmre-4unction 
relationships for GM-CSF. Proteolytic digestion of both 
proteins identified two disulfide bonds, linMng the first and 
third, and second and fourth cysteine residues (6). Using 
chemically synthesized hGM-CSF protein fragments and 
analogs, Clark-Lewis et al. (7) identified residues 1-13 and 
residues 122-127 as being not critical and residues 14-25 as 
being critical for biological activity. Mutagenesis of mGM- 
CSF by Gough et al. (8) revealed that residues 11-15, 24-37, 
47-49, and 81-89 are obligatory for function. Physical and 
biochemical studies indicate that both the murine and human 
proteins have similar secondary structures containing o- 
heltcal and 0-sheet segments (9). 
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In this report we describe an analysis of a set of deletion 
mutants that together span the entire length of mGM-CSF. 
Characterization of 42 deletion proteins, expressed in Esch- 
erichia coli. has allowed us to identify and delineate four 
regions within mGM-CSF that are critical to the activity of 
the protein. Additional deletion and substitution mutants 
further define the importance of these and other regions of the 
molecule. 

MATERIALS ANB METHODS 

B&cteriai) Hess Strains a©d Vedtos. The E. coli K12 strain 
JM101 (10) was used as host for the propagation and main- 
tenance of M13 DNA. CJ236 (11) was used to prepare 
uracil-DNA for use in site-directed mutagenesis. AB 1899 (12) 
was used as the host for expression of wild-type and mutant 
mGM-CSF. pINIIIompA2 (13) was used as the expression 
vector for all mGM-CSF genes. Elsewhere, we have de- 
scribed the expression of biologically active, mature GM- 
CSF with this E. coli secretory expression system (14). The 
mGM-CSF coding region was synthetically reconstructed 
using a series of oligonucleotides. Unique restriction sites 
were introduced where possible without altering the protein 
sequence and high-bias E. coli codons (15) were preferen- 
tially used. From this construct, an Xba 1-BamHl fragment 
containing the ompA leader sequence and the entire mGM- 
CSF gene was cloned in M13mpl9 (replicative form) and used 
as the template for site-directed mutagenesis. 

Site-directed mutagenesis followed the protocol described by 
Kunkel et al. (11). Oligonucleotides, 20-28 nucleotides long, 
corresponding to mGM-CSF sequences incorporating the 
desired deletion or mutation were made complementary to 
the template DNA and used as primers in the mutagenesis 
reactions. Three (to five) 

sequenced using the di^xynudeotide method (16) with 
medications described in the SeqancsBase (United States 
Biocih^onkal) protocol. Where p6s^Sble» ; the entire 'GM-CSF 
coding sequence was examined-. 

MD (replicative form) DNA con 
was cleaved vnth Xba l and 3amM (New England Biolabs). 
The digested M13 (replicative form) was combined in a 40-/a1 
ligation mixture containing 0.2 m of pINIII!ompA2 (cleaved 
with Xba I and BamHI) and incubated at 12°C for 4 hr. The 
ligation mixture was used to transform JM101 cells, and 
selection was made on Luria broth (LB) plates containing 
ampicillin at 50 f&g/ml. Correct clones were transformed into 
AB1899 for protein expression. 

GeD .EBectoopCaorcsSs anod Hopii&uiBin^lb&otUmg. SDS/polyacryl- 
amide gel electrophoresis (SDS/PAGE) was performed as 
described by Laemmli (17). Immiinoblotting was performed 
essentially as described by Towbin et al. (18), except that 



Abbreviations: GM-CSF, granulocyte-macrophage colony 

stimulating factor; m, mouse; h, human. 
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transfer occurred at 4°C for 16 hr at 30 V. The primary 
antibody was ami-mGM-CSF peptide bybridoma mgl.8.2 
used at a 1:100 dilution of culture supernatant (19). Second- 
ary antibody was 125 I-labeIed mouse anti-rat IgG (Amersham) 
used at a 1:1000 dilution. Dried blots were exposed to Fuji RX 
film with an intensifying screen for 12-16 hr at -SOX. 

IPreparatio® and Qmaantitoftto off IPtmnftdm Extecfls. Five 
milliliters of LB containing ampicilHn at 50 /&g/ml were 
inoculated with 100 pi of medium fromi individual overnight 
cultures of AB1899 harboring the wid-type or a mutant 
expression plasmid. The cultures were grown to mid- 
logarithmic phase at 3TC, and protein) expressoon was In- 
duced for 4 hr with 2 mM isopropyl 0-r>thiogalactopyran- 
osnde, final concentration. Three nulhliiters of culture were 
centrifuged in a microcentrifuge (American Scientific Prod- 
ucts, Stone Mountain, GA) for 5 min, and the pellet was 
resuspended in 500 pd of 10 mM sodoum phosphate/150 mM 
NaCI, pH 7.0. The cell suspension was then lysed by soni- 
cation in a Branson Cell Disruptor 200 sonifier with 300 J-sec 
pulses at 40 W. SDS (0.1% y final concentration) was added to 
the ly sates, and the mixtures were incubated for 5 min at 
room temperature and then centrifuged for 5 min in the 
microcentrifuge. The supernatant was recovered, frozen, 
then thawed, and centrifuged for 5 min an the microcentri- 
fuge. Also, osmotic shock fractions of some of the mutants 
were prepared as described by Koshland and Botstein (20). 
This procedure does not require SDS. No difference in 
relative activity could be detected for mutant proteins pre- 
pared according to either procedure. 

Aliquots of samples were analyzed by SDS/PAGE and 
Western immunoblotting. Autoradiograms were scanned by 
an LKB Ultroscan XL laser densitometer, and the concen- 
tration of wild-type and each mutant mGM-CSF protein was 
determined by comparing the area corresponding to the 
processed form of each protein with a standard curve gen- 
erated with purified E. co/t-derived recombinant mGM-CSF. 
A lane containing 30 ng of purified mGM-CSF was included 
on each gel for use as an internal calibration standard. The 
variation in protein concentration was found to be 3- to 5-fold 
based on analysis of extracts from four independent clones of 
the synthetic mGM-CSF construct expressed in AB1899 
cells. 

Fto*era(iwM Assay (iter naKGM-CSIF Activity. Ex- 
tracts were assayed using the myeloid cell line NFS-60. 
Sample concentrations of mGM-CSF protein were adjusted 
to 36 ng/ml and titrated in quadruplicate to 0.2 pg/ml. The 
3-[4 ,5<Umethylfm'azol-2-y^2^-dapheny8tetrazplium bro- 
mide (MTT) colorimetric assay described by Mosmann (21) 
was used to measure the extent' of .pr^Hferaito, and absor- 
■ bance values were read with a l V^Etine^ 
(Molecular Devices, Palo Alto, CA). The concentiratBoe of 
each mutant and wild-type mGM-CSF that gave 50% maxi- 
mum response was determined, and relative activity was 
calculated using the relationship: % activity = ((wild- 
typeJi/2/Imutant]^) x 100%, where {wild-type] m and 
{mutant]^ are the concentrations of wild-type and mutant 
mGM-CSF proteins, respectively, that gave 50% maximum 
response in the NFS-60 assay. 

RESULTS 

Systematic Introductson . of IBefce&faKus ITbfwigllM^ bbdGM- 
CSF. The structural and functional importance of specific 
regions within the mGM-CSF polypeptide were determined 
by the systematic introduction of deletions along the entire 
length of the molecule (Fig. 1). Deletions of three amino acids 
were introduced every five amino acids on a synthetically 
generated mGM-CSF DNA sequence by site-directed muta- 
genesis. The positions of certain deletions (V10 and V17) were 
chosen to preserve cysteine residues. In all cases the altered 
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Fie 1. Location of deletions. The primary amino acid sequence 
of mGM-CSF is shown with every 10th amino acid in boldface type. 
Each shaded box contains the amino acids deleted for a given mutant; 
the numerals below each box identify the respective mutant 

mGM-CSF coding regions were expressed using the plasmid 
vector pINHlompA2 (13). The leader sequence of the ompA 
gene was fused to the mGM-CSF mature sequence, directing 
the mGM-CSF protein to the E. coli periplasm. Here the 
leader sequence is removed, generating mature GM-CSF 
(14). The E. coli Ion" host AB1899 was used to minimize 
proteolysis in the hope that similar expression levels would 
be obtained for each mutant protein (12). The amount of each 
mutant polypeptide produced was determined by Western 
immunoblotting. Levels of altered GM-CSF in E. coli ex- 
tracts were found to vary over a 10-fold range. We do not 
know whether this variation reflects differences in expression 
or stability of individual polypeptides in this E. coli host. 
Quantitative immunoblotting allowed us to correct for dif- 
ferences in the amounts of protein found in the extracts. 
Samples containing each mutant protein at 36 ng/ml were 
assayed for their ability to stimulate the proliferation of the 
mouse myeloid cell line NFS-60. Results were expressed as 
specific activity relative to that of native mGM-CSF pro- 
duced and assayed under the same conditions (Table 1). The 
sensitivity of the assay was estimated to be 0.01% of wild- 
type activity. Any mutant protein exhibiting less than this 
activity was considered inactive, and the amino acid residues 
in a corresponding deletion mutant were referred to as critical 
to the activity of mGM-CSF. Mutants of >0.01% wild-type 
activity were considered active, and the deleted residues of 
such HEMtants were vdeined as eoibcrs The term critical 
does not dastmg^B^ that are critical 

for the structural mtegritty of the. polypeptide or those resi- 
dues that are involved in a direct functional role— e.g., 
receptor binding, activation, or both. 

IMMtocasD of Wmsr Regions Grifofcoil 0© the ActSvifly off tnmGM- 
CSHF. Deletions in an initial set of 24 unique polypeptides 
defined four regions that were most critical to the activity of 
mGM-CSF (Table 1; Vl-24). Additional deletion mutants 
(Table 1; V25-42) were generated and tested for activity to 
define more precisely the bounderies of the critical regions 
identified in the first set of mutants. 

Critical region /. This region is defined by the mutants V4, 
-5, -25, -26, -27, -28, ^41 and -42 and corresponds to amino 
acids Ala-18 to Ala-22. Mutants VS and -28 cover amino acids 
Leu-23 to Leu-26. Although these deletions result in a 
100-fold decrease of activity, Leu-23 to Leu-26 are consid- 
ered expendable according to our definition of a critical 
residue. Such regions are undoubtedly important for a fully 
functional GM-CSF polypeptide but do not constitute critical 
residues. 
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Table 1. Activity and alterations of mutant nnGM-CSF proteins 
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114—116 
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V28 
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V32 
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V33 


62—64 
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V34 
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A Al 
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G51S 


Cys-51 — > Ser 


<0.01 


C85S 


Cys-fi5 -T* Ser 


15.4 


C93S 


C*s-93-* Ser 


<0.01 


C118S 


Cys~118-*Ser 


6.1 


C51.-S3S 


Cys-51->Ser 






Cys-93 -» Ser 


<0.01 


C85:118S 


Gys-85 -h> Ser. 






Cys-118-*Ser 


129 


mGM-CSF 


WBd-type 


100 



tVl to V24 were the first 
^Numbers indicate residues 



series of deletion 
deleted in deletion 



tested, 
mutants or residue 



'Activity is relative to that of wild-type mGM-CSF. 

Critical region 11. This region b del5fliie<fl by the mutants VI, 
-8, -29, and -30 and correspoods to amino adds Asn-34 lo 
SeMl. v*7 aod -8 aire defietBoais interior to the cmkal regDoa; 
729 and -30 define ^ the imjrMnuiii N- aimd-C^eniianaJl bowSers, 
respectively. V29 has appreciable activity, *»3.7%, aixd thus 



it is possible that this critical region does no! begin until 
Ghi-35 or Glu-36; however, il musS comtaim G8u-36 as this 5$ 
the most 3' residue contained in v*7. Conversely, V30 has very 
low activity, <0.1%, and thus the C-tennsnal border is most 
likely defined by Ser-41 . 

Critical Region JIL This region is deffined by deletion mutants 
VE, -12, -31,-32, -33, and -34 and comprises ammo acids Val-52 
to Gln-61. Both VI 1 and -31 aire inactive md contain Thr-54, amsd 
thus this residue defines the mmmwm H-tennmal boundary of 
this critical region. The use of a^Sditsonal three-amino add 
deletion inutants at this juBtctEcan Is probllematical, as' they 
necessarily would mdu^ 

for totctkm (see below). The mutants V32, -33, and -34 precisefy 
de£inethe€-term5iaalbcnfc 
this overlappiiing serf 
activity (^QAB%h 

Critical Region IV. This region is defined by the mutants 
V19, -20, -2i, -22, -23, -36, -37, -38, -39, -40, and -C116 and 
comprises aimino acids Glu-94 to Pro-115. It is the largest 
critical regBom in the molecule, spewflUQg 22 amino acids or 
»18% of the mature mGM-CSF sequence. The N-terminal 
border is defined by V19 and, as in critical region HI, is 
flanked by a critical cysteine residue, Cys-93 (see below). In 
this case, the amino acids N-termmal to Cys-93 appear to be 
fairly important for activity, as both VIS and -35 have very 
low activity (0.07 and 0.02%, respectively). The C-terminal 
end is defined by either He-114 or Pro-lU, as both of these 
residues are contained in V23, and Pro-115 is the final residue 
in the active VC116 protein product. 

Fig. 2 is an illustration of the relative biological activity of 
all 42 deletion proteins vs. the location of their deletions. This 
representation reflects the relative contribution of each seg- 
ment of the molecule to the activity of intact GM-CSF, 
revealing both critical and noncritical regions. The four 
critical regions comprise 35% of the residues. The other 65% 
of the molecule can tolerate small deletions without complete 
loss of activity. It is important to note that, although 65% of 
the residues in GM-CSF seem noncritical, this does not imply 
that these regions can be deleted altogether; as is evident 
from Fig. 2, even small deletions, such as those generated 
here, often result in a substantial reduction in activity. Some 
mutant proteins have an activity that is considerably higher 
than that of native mGM-CSF. Deletions in these hyperactive 




125 



Fug. 2. Relative activity vs. location of deletion. Each mutant 
protein was assayed by its ability to drive HFS-60 proliferation. The 
percent of its half-nuuumal response relative to wild-type mGM-CSF 
is plotted against the location of the central amino acid of the 
deletion. The sensitivity of the assay was estimated to be 0.01% of 
wild-type activity; any mutant protean containing less than this 
activity was scored as inactive. 
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proteins seem to cluster at either terminus. At present we 
have no explanation for this phenomenon. 

Tne N and C TenBBmafi Are Notf hss^r^tmt for Activity. JV 
terminus. Four N-tenhinal deletion mutants, VI, -2, -3, and 
-25, retain biological activity. All except V25, which lies at the 
border of critical region I, have close to, or greater than, Ml 
activity. V25 has appreciable activity (5.6%). These data 
suggest that the N -terminal 16 amino acids are expendable, 
and that Glu-17 is noncritical. The mutant VN19, which 
deletes Pro-2 to Ile-19, was generated to mimic active mu- 
tants of human GM-CSF (7). However, we found this .mutant 
.protean to be inactive, consistent with our observation that it 
contained the two N-terminal residues of critical region 1. 

C terminus. The mutant VC116. which deletes the C- 
terminal 9 amino acids, is fully active. As the number of 
deleted amino acid residues decreases, the activity of each 
successive molecule increases: C118* increases to 158%; 
&119*, encoding Ala-1 to Cys-118, increases to 568%. V24 
and -36 have deletions in the expendable C-terminal domain 
and both yield active molecules, but they have significantly 
less activity than the corresponding C-terminal "complete" 
deletion mutants (1.5% for V36 vs. 94% for VC116; 167% for 
V24 vs. 968% for K119*). 

Sequxances Between Critical RegMwas Are Nod EssentSaD for 
Activity. Segments of GM-CSF that could tolerate small 
deletions without a total loss of activity were defined as 
noncritical. Three groups of active mutants can be identified: 
(i) those of greater or equal activity as wild-type; (ii) those 
having appreciable, but reduced activity (1-10%); and (Hi) 
those of greatly diminished activity (<1%) (see Fig. 2)'. 

The first group is comprised of almost all N- and C-terminal 
mutants: VI, -2, and -3 at the N terminus, and V24, K119*>, 
CI 18* , and VC116 at the C terminus. Only mutant V13 at amino 
acids 64-66, which falls immediately after critical region EH, 
results in a fully active molecule with an internal deletion. The 
intermediate class includes V5, -6, -9, -14, -15, -16, -17, -25, -28, 
-29, and -36 (V5 and -28 have close to 1% activity). Although 
clearly important to the activity of the molecule, the amino acids 
defined by these deletions are not critical. The last group 
includes V10, -18, -30, -33, -34, and -35. All fall on the borders 
of critical regions and have greatly reduced activities. Such 
mutant proteins are probably of low activity because they may 
perturb the integrity of the critical regions (see Discussion). 

Hue IMscaflWe Bridge finron Cys-5B (to Cys-93 Ss OrfifitoB for 
.Activity. Protease digestion analysis of h- and mGM-CSF (6) 
suggests that the four cysteines m-GMrCSF pair 1-3 and 2-4. 
We generated mutant proteins that changed the four ksdivnd- . 
ual cysteinesto-cteiMcatt serisse sescdlues, as well as 

double ^mutants that changed both cy steines of flfoe proposed. ' 
.pairs to serines. The activities of each of these mutant 
proteins are summarized in Table 1. 

Changes of either or both Cys-51 and Cys-93 eliminated 
biological activity. These results show that the formation of 
this disulfide bond is absolutely required for an active mol- 
ecule. In contrast, changes of Cys-85 or Cys-118 resulted in 
active molecules, albeit with lower than wild-type activity. 
The double mutant C85:118S, in which both Cys-85 and 
Cys-118 were replaced by Ser. retained full activity. As one 
or both of these cysteines could be removed without elim- 
inating activity, the disulfide bridge from Cys-85 to Cys-118 
is evidently nonessentials The reduction of activity by an 
unpaired cysteine, as observed for mutant proteins C85S and 
C118S, in which Cys-85 was replaced by Ser and Cys-118 was 
replaced by Ser, respectively, may result from formation of 
inappropriate disulfide linkages. 

rascussii©N 

The aim of our work was to delineate regions critical to the 
activity of mGM-CSF. Four regions of this nature, compris- 



ing 35% of the mature protein, were identified using system- 
atic incorporation of deletions into the wild-type sequence, 
The decision to set the size of the deletions at three amino 
acids was based on the fine structural deletion map of the 
iymphoEdne mouse interleukin 2 (22). In this study, three 
regions critical to activity were identified by a variety of 
techniques. A hypothetical deletion analysis of mouse inter- 
leukin 2 with various deletion sizes revealed that all three 
critical regions could be identified using deletions of three 
. amino acids incorporated as infrequently as every 10 amuno 
acMs. Larger detet&Kas would require fewer mutants but 
present the risk of introducing gross structural changes 
causing inactavatioiD independent of removing functionally 
important regions. Smaller defletions, although increasing the 
precision in defineating Boundaries, begin to require large 
numbers of mutants to effectively locate all important re- 
gions. The series of deletions used here left not more than two 
adjacent amino acids unperturbed, maMng it unlikely that any 
critical regions was overlooked. 

Identification of critical regions exposed by the deletion 
approach used here requires careful consideration. By de- 
leting any three-residue region, neighboring residues may be 
forced to occupy the space vacated by the missing residues. 
This transposition of residues may sometimes result in an 
inactive mutant as important residues are dislocated from 
their natural position. This type of secondary effect would 
result in the identification of these residues as being critical, 
even though they are not directly responsible for biological 
function. We cannot rule out this possibility. However, the 
removed residues are justifiably defined as critical since they 
are required for an active molecule. With respect to this 
issue, it is noteworthy that all highly defective mutant pro- 
teins (<1% activity) fall on the borders of critical regions. 
Presumably these proteins have severely reduced activities 
because they perturb the neighboring critical regions. 

To identify amino acid residues that are most important for 
activity, only those residues deleted in mutant proteins with 
undetectable activity were scored as critical. A consequence 
of this arbitrary definition was that deleted residues of some 
highly defective mutant proteins were considered noncritical. 
This does not imply that these residues are unimportant: it 
simply means that these residues are of lesser importance 
than critical residues. 

A synthetic mGM-CSF gene was used as the base template 
for generating all the mutants used in this study. Although it 
is not necessary for the methodology employed, we chose to 
make, a synthetic gene because it facilitates examination 
through other .mutational techm 

nuimi!^ active innojjecule* it will be 

possMe to. focus- on these' areas using ,onore intensive metfc 
odssuDch as saturation mutagenesis and the random replace- 
ment of specific amino acids. The presence of unique restric- 
tion sites available on a synthetic gene permits convenient 
access to these regions of interest. 

the nature of a critical region , whether it is functionally or 
structurally important, cannot be distinguished by the dele- 
tion method employed here. Extensive analysis of each 
critical segment will be required to determine their specific 
roles. However, some information can be obtained by a 
parallel analysis of the critical regions of m- and hGM-CSF. 
These proteins are similar molecules, both in primary se- 
quence («54% identity) and conformation (9). Yet the two 
polypeptides are species specific. Comparison of the work 
described here and that of Clark-Lewis et aL (7) on synthetic 
peptide analogs of hGM-CSF shows that the two species 
share similar domains. The size and relative location of our 
critical region 1 coincide with that found in hGM-CSF. 
Similarities in amino acid composition around this region also 
imply that these respective critical regions are acting in a like 
manner. The strongly hydrophobic nature of this portion of 
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the mdecule as well as the observation that Trp-13 (of mouse) 
is sc5vesit-Hi2ccess3b3e (9) indicate the regcrcn os maternal This 
suggests that critical region II is structurally important In 
apparent contradiction with our results, dark-Lewis et al. (7) 
fimS Ohat a hGM-€SF moiccule extending to rescdme 56 (the third 
cysteine) retains residual activity; the corresponding mGM- 
CSF deletion mutant VC94 has no activity. This discrepancy 
cooiJd reflect a dsfferertce in the sensitivity of the assay. 

Oooigh et al. (8) have identified residues 11-15, 24-37, 
47-49, and 81-89 as required for generating a functional 
mGM-CSF. The present worft and that of ZaarawsM and 
ZuowsHd (22) demonstrate the importance of correlating 
expression levels of mutant proteins with their corresponding 
activities. The inability of Gough et al. (8) to determine the 
mutant protein concentrations may explain why none of the 
critical regions identified in the {present worfe coincide with 
their results; it is possible that uisurEcksit expression of 
mutant proteins accounts for their negative assay results. 
Additionally, their use of large deletions to identify critical 
regions introduces the potential of gross structural changes 
that may have resulted in nonspecific inactivation of the 
mGM-CSF protein. 

Circular d^chroism measurements (?) and structure predic- 
tions using the algorithm of Cbou and Fasman (23) suggest 
that m- and hGM-CSF are composed of both cr-helical and 
0-sheet segments. We have compared the predicted locations 
of secondary structural components and the critical regions 
determined by this study. Interestingly, critical regions 01 
and IV are predicted to be /3-sheet segments, the borders of 
which coincide with the boundaries of these critical regions. 
These regions are each flanked on the N^erminai side by a 
cysteine residue involved in the formation of the critical 
disulfide bridge: Cys-51 for critical region HI and Cys-93 for 
critical region IV (Fig. 3). Therefore, this disulfide bond 
might play a direct role in the arrangement of these critical 
regions with respect to one another. Since these regions are 
predicted to be 0-sheet segments, it suggests that critical 
regions 01 and IV may form a parallel 0-sheet structure. 

i q 
APITOPnvrRPWKHVEAffi 



ITOFSFTtiO^TCVQTOIiaFE 

SO fl GO TO GO 



TYCPKlPgiDCE^ 



Fig. 3. Saffient features of mGM-CSF. The four critical regions 
are indicated by bars above the primary amino seed sequence. The 
essential disulfide bridge is shown by the heavy lane between the two 
cysteines that border the N-ternrinal sides of critical regions HI and 
IV. The other nonessential disulfide bridge is represented by a 
broken line. 



The analysis presented here begins to unravel the different 
structural and/or functional elements of GM-GSF. Identifi- 
cation of critical regions provides the opportunity to rapidly 
analyze the essential components of the protein. The knowl- 
edge gained from these studies would lead to a better func- 
tional understanding of this lymphokine. 
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GramimiDocylte-MacropEnage Cotonny-SttiamiDilatiag Factor Involved nun Biologic 
Aedvitty aundl in Binding (to the <or- anad ^-Chains off Ids Recejpttor 

By Timothy R. Hercus, Bronwyn Cambareri, Mara Dottore, Joanna Woodcock. Christopher J. Bagley, 
Matnew A. Vadas, M. Frances Shannon, and Angel F. Lopez 



Residues wfthSn tho fires end ffour&fo hoOBcoo off human gcranu- 
IJocytonnniociroplhBfiio coOcxnry^iniHiUtns ffoctoir (MSAfl-CSF) 
wotro oroaHyzod ffee shots- rote 5ia GrfoSogDC octtsvity and frtteor&e- 
4flora wStOo tho or- and eff titoo hGRfl-CSF rocopftoir. 

'WMtoln tho durst hoS&x suibotitartfoiro off ?h© cwr?oco masodhflos 
; 6lia M , GOir^ 

duos A8o w , (Lou* 5 , otnsd low* 0 <d5d tmoa demffSeanttfy omjigKw firio&c- 
thrfcy <w rocopto- fipKrod&tg. Sufi^stitostiom ot «ho UncrJod tr©s5- 
duos Alio 12 and Lou 20 Hood taomwxfiSoto Moactrwty. Mowowar, 
subcrtrtutfioois off too sutrfoco rosktoo Gtoir 21 <xr aho buriod oroso- 
duo Bo* 0 reduced ttho (rodotSvo bfiooctMtv off the &nstoguoo to 
os GtilQ os 0.45% and 0.3%, irocpoctfvoly- Substitution off ttfoo 
charged surfoeo residues off the fourth helaa showed -that 

TjTTUMAN GRAhnjIXK^YTE-macrophagc colony-stimu- 
JllL lating factor (hGM-CSF) is a pleiotropic cytokine 
that, by its ability to regulate leukocyte production and func- 
tion* is likely to play a central role in hemopoiesis, inflam- 
mation, and allergy.'^ 4 hGM-CSF exerts its effects by binding 
to cell surface receptors 5 - 6 that have been shown to exist in 
both a low- and a high-affinity state. 7 The GM-CSF receptor 
is composed of at least two chains; a GM-CSF-specific a- 
chain 0 that binds with low affinity and a ^-chain 9 common 
to the receptors for GM-CSF, interleukin-3 (IL-3), and IL- 
5, which does not bind GM-CSF detectably by itself but 
confers high-affinity binding when cotransfected with the a- 
chain. The identification of hGM-CSF residues capable of 
selectively interacting with the a- or the ^-chains of the 
hGM-CSF receptor and their relevance to function may pro- 
vide useful clues to dissect hGM-CSF activities and to pro- 
vide a basis for the construction of hGM-CSF molecules 
with modified functions. 

Determination of the structure of recombinant hGM-CSF 
(rhGM-CSF) by x-ray crystallography 10 showed that the 
principal structural feature of hGM-CSF is a four-cr-helix 
bundle with a double overhand topology. This fold is com- 
mon to many of the known cytokine structures, including 
macrophage-CSF, M IL-2, 12 IL-4/ 3 IL-5, M and growth hor- 
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mone. 15 This structural conservation among the cytokines is 
striking considering the low level of sequence similarity. 

Previous experiments using a chemical-synthesis ap- 
proach, 16 neutralizing anti-GM-CSF monoclonal antibodies 
(MoAbs)"" 19 and human-mouse GM-CSF chimeras 20 -* 1 have 
shown that the first and fourth helices of GM-CSF are in- 
volved in receptor binding and bioactivity. Recent experi- 
ments have shown that the first a-helices of GM-CSF and IL- 
5 mediate the high-affinity binding of these ligands through 
interaction with their common receptor 0-chain. 22 In particu- 
lar, we have shown that residue GIu 21 but not Gin 20 of hGM- 
CSF is essential for this interaction. 23 In murine GM-CSF, 
Lys 14 , His 15 , and Glu 21 have been shown to be important for 
receptor binding and bioactivity. 24 - 25 

We have now performed extensive mutagenesis of resi- 
dues in the first helix of hGM-CSF and substituted the 
charged surface residues of the fourth helix to determine 
their relative contribution to receptor binding and bioactivity. 
Substitution of surface residues within the first helix identi- 
fied Glu 21 as the major residue having a significant role in 
receptor binding and biologic activity. Analysis of buried 
residues in the first helix suggests that lie 19 is probably im- 
portant in maintaining the correct tertiary structure. Substitu- 
tion of charged surface residues within the fourth helix iden- 
tified Asp 112 as having a role in biologic activity and receptor 
binding. These data are consistent with a model where Asp 1 " 
interacts with the a-chain, and Glu 21 with the £-chain of the 
nGM-CSF-receptor complex. 

MATERIALS AND METHODS 

Site-directed mutagenesis. Site -directed mutagenesis of an 
hGM-CSF cDNA clone kindly provided by Dr S. Clark (Genetics 
Institute, Cambridge, MA) was performed in phage Ml 3, as de- 
scribed, 23 or by oligonucleotide cassette mutagenesis (OCM)- The 
mutant GM-CSF constructs Q20A*, E21A. E2IR, A22P, R24D, 
KI07D, E108R, K 1 1 ID. and DM2R were generated in phage M13 
before being subcloocd into the mammalian expression vector 
pJM. 26 The mutant GM-CSF construct EI 04 A arose as the result of 



* GM-CSF mutants arc described using the single-letter amino 
acid code where the wild-type residue and residue number are listed, 
followed by the mutant residue. 
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a serendipitous mutation during a polymerase chain reaction (PCR) 
amplification. Sequence analysts of the entire GM-CSF PCR product 
showed Che El 04 A mutation to be a unique substitution. 

The remaining mutant GM-CSF constructs were generated using 
a cassette mutagenesis approach in which short fragments (<60 
bp) of wild-type GM-CSF cDNA were replaced by double-stranded 
oKgo aucl eotidc fragments carrying appropriate mutations. Vectors 
for OCM were prepared by introducing urnqne restriction sites span- 
ning the first a-helix of the GM-CSF cDNA without altering the 
encoded protein sequence. Paired conjurations of the Sail sites at 
positions 84 and 126 and an Ba l she at position 144 were intro- 
duced into the GM-CSF cDNA" using the phage MB method. The 
mutated cDNA was then subekmed into the mammalian expression 
vector pJL5. a modified fonn of die pJL4 vector an which the BamHL. 
Xba I, and Sal I sites of the polyKnker have been destroyed. The 
resulting pJGMV plasmids express wild-type GM-CSF and were 
used as vectors for OCM. 

Mutagenic oligonucleotides for OCM were synthesized as unique 
or redundant sequences on an Applied Biosystems 381 A DNA Syn- 
thesiser (Applied Biosystems, Foster City, CA). Purified, comple- 
mentary oligonucleotides were 5 r pbosphorylated and annealed to 
create double-stranded oligonucleotide fragments that were then E- 
gated to appropriately digested and depbosphorylated pJGMV vec- 
tors. 

All plasmids carrying GM-CSF mutants were sequenced at the 
site of mutation before transf ectkm 20 and in the OCM -derived mutant 
constructs, the entire oligonucleotide cassette was sequenced. 

Transient expression of GM-CSF and analogues in COS cells. 
COS cells were cultured and transfected with plasmid constructs as 
described. 33 Briefly, COS cells were cultured in Dulbecco's Modified 
Eagle's Medium (DMEM) containing 20 mmol/L HEPES and grata- 
mine, penicillin, and gentarnicin, supplemented with 10% (vol/vol) 
fetal calf serum (FCS). Cells were harvested when 50% to 70% 
confluent and were electroporatcd in a 0.6 mL mixture containing 
5 X 10* COS cells, 20 pg plasmid DNA, 25 /*g sonicated salmon 
sperm DNA. and 10% FCS. using a Bio-Rad Gene Pulser (Bio-Rad 
Laboratories, Richmond, CA) at 300 V and 250 microfarad. After 
a 24-hour incubation, the medium was replaced with FCS-free 
DMEM and incubated for a further 72 hours before being harvested 
and assayed for GM-CSF protein. 

Construction of stable Chinese hamster ovary (CHO) cell lines 
expressing the low-affinity GM-CSF receptor. A cDNA clone for 
the hGM-CSF- receptor a -chain 0 was kindly provided by Dr N. 
Nicola (The Walter and Eliza Hall Institute ParicviDe, Victoria, Aus- 
tralia) and cloned into the G-4 1 8— selectable, marnrnalaan expressfon 
vector pRc/CMV (Invitrogen Cccrporation, Sen Diego, CA). CHO 
cells were grown to approximately 80% confluence In Hams F12 
nutrient medium containing penicillin and gentamicm and supple- 
mented with 10% FCS. Linearized plasmid constructs were intro- 
duced into CHO cells by elecuoporatioD at 1300 V and 23 up 
using 5 X 10 s CHO cells and 10 p% plasmid DNA. Two days after 
transfectkm. selective F12 medium containing 350 ptg/mL CM 18 
(Geneticin; GIBCO Laboratories. Glen Wavcriy. Victoria, Australia) 
was added to the cells. From the G-41 8-resistant CHO colonies, 
the A9/C7 cell line stably expressing high levels of the GM-CSF- 
receptor a -chain was selected and used for low-affinity GM-CSF- 
receptor binding assays. Scatchard analysis showed from 2 to 5 X 
10 s binding sites per cell. 

Preparation of ,ls l-rhGM-CSF. typically Escherichia coli-dc- 
rived hGM-CSF was radioiodinated by the IQ method 2 * to a specific 
activity of approximately 60 pd/pg. lodinated protein was separated 
from free ro l by chromatography on a Sephadex G-25 PD- 10 column 
(Pharmacia. Uppsala, Sweden) equilibrated in phosphate-buffered 
saline (PBS) containing 0.02% (vol/vol) Tween 20 [polyoxyettry tene 
(20)-sorbitan monolaurate). Before use. the iodinated protein was 



purified from Tween by cation-exchange c hr o ma tography on a 03 
mL CM-Sepharose CL-6B column (Pharmacia). 

Quantitation and purification of GM-CSF protein. The amount 
of GM-CSF present in COS cell supernatants was quantified by 
rartoirnmurtoassay (R1A) using a modification of the procedure de- 
scribed by Lopez et aL D Briefly, m I-rhGM-CSF (0.1 ng) was mixed 
with COS cell supernatants and polyclonal rabbit and -GM-CSF 
serum and incubated at 4°C for 2 to 4 hours, and an equal volume of 
reconstituted antirabbit Inmtunobead reagent (Bio-Rad Laboratories) 
was ad ded. After a further 2 to 16 hours of incubation at 4°C. the 
beads were pelleted, washed twice in PBS containing 0.1% (wt/vol) 
bovine serum albumin (BSA). and counted in a y-counter (Cobra 
Auto Gamma; Packard Instrument Co, Meriden, CT). The amount 
of GM-CSF protein was calculated from a standard curve constructed 
with known amounts of CHO-derived hGM-CSF (gift from Dr S. 
Clark, Genetics Institute, Cambridge, MA). 

MoAbs to GM-CSF were produced by immunizing BALB/c mice 
with purified rhGM-CSF. The splenocytes from these mice were 
fused with Sp2/0 myeloma cells, and the resulting bvbridomas* 
were screened for the ability to imraurHmrecipitate ^-rhGM-CSF. 
The positive hybridoma 4D4 was cloned by limiting dilution and 
used to generate ascites from BALB/c mice. Certain mutants were 
selected for affinity purification using an imraunoaffinity column 
containing the anti -GM-CSF MoAbs 4D4 or LMM 111, 11 the latter 
kindly provided by Dr J. Cebon (Ludwig Institute for Cancer Re- 
search, Parkville, Victoria, Australia). Partially purified antibodies 
were coupled to cyanogen bromide (CNBr)-activated Sepharose 4B 
beads (Pharmacia) according to the manufacturer's protocol. Purified 
hGM-CSF analogues were then quantified by RIA. 

GM-CSF functional activity. GM-CSF analogues were tested for 
bioactivity in a proliferation assay. Primary chronic myeloid leuke- 
mia (GML) cells from one patient were selected for their ability to 
incorporate [*H)thynridine in response to GM-CSF as described. 32 

Data analysis. Data from proliferation assays were analysed us- 
ing the Bg P program (Biosofr, Cambridge, UK). The equation for 
an asymmetric sigmoid curve that fitted the data was obtained using 
Fig P. and, from this, the concentration of hGM-CSF analogue re- 
quired to elicit a biologic response equivalent to the half-maximal 
response for wild-type hGM-CSF (ED») was calculated. The bio- 
logic activity of the hGM-CSF analogues is expressed as a percent- 
age of wild-type, where wild-type activity is defined as 100%. The 
percentage of relative GM-CSF activity was calculated using the 
formula: 

Wild-Type hGM-CSF EQ» (ng/mL) ^ ^ 

Analogue Dose Equivalent to * 
Wild-Type ED*, Response (ngAnL) 

Using the logw value of the percentage of relative activity, means 
and standard deviations were calculated for the individual analogues 
and expressed as percentage of relative activity. 

Radioreceptor assays. Competition for binding to the hGM-CSF 
high-affinity receptor was determined using freshly purified neutro- 
phils that only express this type of receptor. The cells were saspeoded 
in binding medium consisting of RPMI 1640 supplemented with 
10 mmol/L HEPES, 0.5% (wt/vol) BSA. and 0.1% sodhun azide. 
Typically, equal volumes (50 pL) containing 4 to 6 X 10* neutro- 
phils, 100 to 200 pmol/L '^-rhGM-CSF, and different concentra- 
tions of wild-type GM-CSF or GM-CSF analogues were incubated 
in siliconized glass tubes for 2 to 3 hours at room temperature. 

Cbmrjetrtion for binding to the low-affinity GM-CSF receptor was 
formed using the A9/C7 CHO cell fine. A9/C7 cells were de- 
tached from flasks by a 5- to lO-nrinute iocubation at room tempera- 
ture in PBS containing 40 mmol/L EDTA/100 pg/mL chondroitio 
sulfate (Calbiochera, La Jolla. CA), were washed, and were resus- 
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GM-CSF molecular modelling Ttit bootdfinatbs for GM-CSF 
were kindly provided by Dr A. Kaipius (Cornell University, Ithaca, 
NY) and wtft displayed using Insight B software (BSo&ym Tech- 
ftotogies, Sim Diego, CA). 



INSULTS 

Biologic activity of mutants in the first helix ofhGM-CSF* 
Residues in the first helix of bGM^CSF were substituted by 




g cei^nuitafions such as NJ7A, R23L, 
and intfit residue 27 jtoutants <J*>ds^etu^ geiierated 
higher biologic activity tljan wild-type GM-CSR The hierar- 
chy of residue sensitivity and fold decrease in activity (in 
parentheses) for the most deleterious mutation at each resi- 
due wa*CHii* 0Nfc>> Aig»(2) * Ghr*>ei£> > A*g*U7) 
> AseP(l£) > A$a*(ii}> Giu^l) {see »g & 

Analysis of natuiitions affecting residiaes of the first belu 
that are buried in the protein core indicated that these resi- 
dues are less tolerant to substitution. The Hierarchy of residue 
sensitivity and fold decrease in activity for the most deleteri- 
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ous mutation at each residue was De w (330) > \jcvr*{7.1) > 
Ala^J) > Leir^d.^ = Ala u ( 1.6) > Leu^O.O) (see Fig 
2). We found that all the GM-CSF analogues mutated at 
residue 22 expressed very poorly in the COS cell system, 
yielding approximately 10% of wild-type GM-CSF levels 
and suggesting that the mutations may have had a deleterious 
effect on GM-CSF folding or secretion. 

Binding of mutants in the first helix of hGM-CSF to the 
low- (a) and high- (a0) affinity GM-CSF receptors. A 
number of the mutants within the first helix of GM-CSF 
were tested for their ability to recognize the high-affinity 
hGM-CSF receptor on human neutrophils. Mutants with a 
significant reduction in biologic activity also showed a sig- 
nificantly reduced ability to compete for the binding of m I- 
rhGM-CSF (Fig 3). Those residues where mutation leads to 
the most significant reduction in ability to compete for recep- 
tor binding were the surface residue Glu" (Fig 3 A) and the 
buried residue He" (Kg 3B). Representative mutants were 
selected for more thorough analysis of their ability to com- 
pete for the binding of ^-rhGM-CSF to neutrophils (a + 
/^receptor chains) or A9/G7 CHO cells (a-receptor chain 
only). From competition curves (shown in Fig 4) for some 
mutants, we determined the (dissociation constant) of 
hGM-CSF mutants binding to both high- (a + ^-chains) and 
low- (a-chain) affinity hGM-CSF receptors (Table 1). The 
mutants at positions 17, 23, 24, 27, and 28 bound with essen- 
tially wild-type affinity to the high-affinity GM-CSF recep- 
tor. These results showed that mutations affecting De 19 and 
Glu 21 showed the greatest increases in of binding to high- 
affinity (a + p) GM-CSF receptors on human neutrophils, 
corresponding to their decreased biologic activity. In con- 
trast, mutations affecting De 19 showed an increased Ka (four- 
fold) for low-affinity (a only) GM-CSF receptors on A9/C7 
CHO cells, whereas mutations of Glu 21 showed near wild- 
type binding on A9/C7 cells (Table 1). The effect of He 19 
substitutions on both a- and a + 0-chain binding and the 



buried nature of this residue suggest that this is a structural 
residue. Analysis of the change in from a only to a + 
P (AKa), confirms the selective interaction of Glu 2 ' with the 
GM-CSF-receptor /3-chain {Table 1). 

Mutagenesis of charged residues in the fourth helix of 
hGM-CSF. Previous experiments have indicated a role for 
the fourth helix of GM-CSF in bicxactivity 1 * 2 * 21 and identifi- 
cation of a critical charged residue on the surface of the first 
helix suggested mat the charged residues on the surface of 
the fourth helix of hGM-CSF may also play a role in hGM- 
CSF function. Single amino acid substitutions that either 
removed or reversed the charge of the residue present in 
wild-type hGM-CSF were generated. Mutants were assayed 



Table 1. Binding Affinities of hGM-CSF First Helix Mutants 
Tested on Cefls Expressing th« a- or a + 0-Cheins 
of the GM-CSF Receptor 
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The Kt values were calculated from a titration curve using increas- 
ing concentrations of hGM-CSF analogues to compete for the binding 
of "t-mGM-CSF by using the EBOA/LigancP kinetics program and 
represent averaged values from multiple experiments. Each concen- 
tration of competitor was tested in duplicate using 200 pmoVL os l- 
rhGM-CSF mixed with 5 x 10* neutrophils (a + 0} and 500 prnot/L 
l25 t-rhGM-CSF mixed with 6 x 10* A9/C7 CHO cells to only). 

Abbreviation: ND, not done. 

* AK<v change in K« from a-chain only toot/?. 
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Mouse gwmulc«yte-macr©ij>]hiffige coRomy-sfcimTial&fcmg 
factor (mGM-CSF) preteims witlh subsiStufcioms a$ resi- 
dues in the first or-heMs were examined for biolosic&H 
activity and receptor binding properties- Substitution 
at the buried residue Mis 10 affected both bioactivity and 
receptor binding Of the flour surface-exposed positions 
examined (Arg* 1 , ILys 10 , kys 20 , and Giu 21 ) only substitu- 
tions at Glu 21 unpaired bioactivity- Proteins with charge 
reversal substitutions at this position were partial ago- 
nists and weak antagonists of native mGM-CSF action. 
All substitutions at GSu 21 abrogated high affinity bind- 
ing. Lys" and Lys 20 substitution proteins showed vari- 
ous receptor binding defects. Qualitative and quantita- 
tive measurement of these binding defects identified 
Lys" as a residue that interacts specifically with the fi 
summit of the mGM-CSF receptor, whereas Lys*° ap- 
peared to exist at the GM-H o^subunit/GM-R p-subunit 
interface as substitutions at this position produce both 
high and flow affinity binding Bosses. These determina- 
tions permitted the design of a more potent mGM-CSF 
antagonist. 



Granulocyte-macrophage colony-stimulating factor (GM- 
CSF) 1 is a pleiotropic cytokine made by various cell types, such 
as T cells and monocytes, and is likely to play an important role 
in the regulation of hemeatopoiesis (1, 2). GM-CSF interacts 
with specific high affinity cell surface receptors (GM-Ra0, K d ~ 
5 x 10~ u m) that are complexes containing at least two sub- 
units, both of which are members of the cytokine receptor 
superfamily (3). The receptor a chain (GM-Ro) binds GM-CSF 
specifically with low affinity (JC d ~ 3 x NT 9 m), whereas the 
receptor 0 chain (GM-R0), common to the receptors for GM- 
CSF, EL-3, and IL-6, does not bind this protein detectably by 
itself, but confers high affinity binding when co-expressed with 
GM-Rtt (4-6). Formation of this complex with GM-CSF is 
required for receptor activation and cellular signaling (7). 

Structurally, GM-CSF has been characterized as a four anti- 
parallel cr-helical bundle protein (8). Ibis topological fold is 
shared by many of the known cytokine structures, including 
interieukins-2 (9); -4 (10), and -5 (11), macrophage colony- 
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stimulating factor (12), and growth hormone (13). 

Molecular genetic studies and studies with neutralizing anti- 
GM-CSF antibodies have identified regions and residues in 
both mouse and human GM-CSF that interact with specific 
subunits of GM-Ra/J (14-21). These studies suggest the func- 
tional importance of the first and fourth helix of GM-CSF; in 
particular, the N-terminal helix of mGM-CSF interacts directly 
with mGM-R0 in the context of mGM-Ro/J to form the high 
affinity ligand-receptor complex (15). Alanine scanning mu- 
tagenesis of this region identified Glu 21 as essential for this 
interaction in both mouse and human GM-CSF (16-18). Al- 
though substitution of Glu 21 with alanine in mGM-CSF results 
in a loss of high affinity binding, biological activity remains 
essentially intact The biological activity of hGM-CSF Glu 21 
substitution proteins is reduced, and a basic side chain at this 
position causes the most severe defect (18). 

In this report we examine further the biological and receptor 
binding properties of mGM-CSF mutant proteins with substi- 
tutions at residues in the first helix of mGM-CSF. We show 
that all Glu 21 substitution proteins display only low affinity 
binding, but that the biological activity depends on the nature 
of the substituted side chain. Substitutions at several other 
examined residues lead to a loss in either high or low affinity 
binding. We also show that this knowledge can be used to 
design mGM-CSF derivatives with antagonistic properties. 

MATERIALS AND METHODS 
Bacterial Host Strains, Cell Lines, and Vectors— The Escherichia eoli 
K12 strains XH (Stratagene) and JM101 (22) were used as host 
strains for the propagation and maintenance of plasmid and Ml3 DNA_ 
Strain CJ236 (23) was used to prepare uracU-DNA for use in site- 
directed mutagenesis procedures. M13mp 19 containing the ompA 
leader sequence and the entire mGM-CSF gene was used as the tem- 
plate for site-directed mutagenesis (24). Strain AB1899 (26) was used as 
the host for expression of mutant GM-CSF proteins. The plasmid pl- 
NIDompA2 (26) was used as the expression vector for mutant GM-CSF 
proteins. The use of this secretory coU system to express biologically 
active, mature GM-CSF has been described elsewhere (27) A mouse 
GM-CSF-dependent myeloid leukemia cell line, NFS60. was main- 
tained in RPMI 1640 medium supplemented with 6% (v/v) fetal bovine 
serum and 50 jim 2-mercaptoethanol in the presence of mGM-CSF (1 
ngfrnl) (Schering-PlougbX 

Construction of mGM-Ra Expression Plasmid and Transfection to 
Mouse t^celk— The mouse GM-Ra done 71 cDNA (6) (kindly provided 
by L. Park, Immunex) was inserted downstream of the SRa promoter in 
the expression vector pMElS-Neo. a neomydn-resistant derivative of 
the vector pCEV4 <28) (kindly provided by A. Miyajima, DNAX). Mouse 
Lrcells washed with 20 dim HEPES-buffered saline (pH 7.1) were re- 
suspended at 10* ceUa/ml, and 60 n% of linearized plasmid DN A was 
added to 0.8 ml of cell suspension in a 0.4 -cm electroporation cuvette 
(Bio-Rad). Electroporation was performed using a Gene Pulser (Bio- 
Rad) at 360 microfarads and 400 V. Transfectants were selected 1 with 
G4 18 ( 1.5 mg/ml) (Schering-Plough) and cells expressing mGM-Ra were 
confirmed by their ability to bind '^I-mGM-CSF. 

Mutagenesis, Recombinant DNA. and Sequencing Protocols — Site- 
directed mutagenesis was performed using the method described by 
Kunkel et at (23). Oligonucleotides, 21 nucleotides in length, corre- 
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Characteristics of Lys** substitution proteins 
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° Mutant proteins are identified by their native single-letter amino acid code, residue number, and amino acid substitution. 

* The concentration of each protein that gave 50% maximal response was determined using the Softmax program (Molecular Devices) from the 
data presented in Fig 1, panel 2A. 

* High and low refer to the high affinity and low affinity equilibrium binding constants calculated using the Ligand program (33) from the data 
presented in Kg. l.panel2B. 

d The percentage coefficient of variations is the standard error given by the Ligand program (33) for the K d value presented. 

9 F and p values determined by the Ligand program (33) indicate that substitutions at Lys" can result in either one era- two binding site model. 

'Number af NFS60 proliferation assays performed. 

a Percent activities of the mutant proteins relative to the £C M of wild -type mGM-CSF. 

* Number of NFS60 competition binding assays performed. 

* Percent high and low affinity binding relative to values determined for wild-type mGM-CSF. 

J Not determined, Error messages from the Ligand program (33) indicated that the two-site model was unacceptable for the data. 



spending to mGM-CSF sequences incorporating the desired amino acid 
substitution were used as primers in the mutagenesis reactions. Indi- 
vidual clones were sequenced using the method and modifications de- 
scribed in the Sequenase (United States Biochemical Corp., Cleveland, 
OH) protocol (29). M 13 (implicative form) DNA containing confirmed 
mutations was digested with Xbal and Bam HI and subdoned into 
pENIIIompA2- 

Preparation and Quantitation of Protein Samples — Expression and 
. quantitation of mutant proteins has been described previously (24). 
Briefly, mutant proteins were expressed in E. coli AB1899 and peripLas- 
mic extracts were generated by osmotic shock. The concentration of 
. mutant protein in the periplasmic extracts was determined by quanti- 
tative immunoblot analysis. Extracts were titrated along with a stand- 
ard curve of purified E. coli derived recombinant GM-CSF. Either 
hybridoma mg 1-8J2 (30) or 22E9 (31) were used as primary antibody, 
and the secondary antibody was m I-labeIed sheep anti-rat IgG (Amer- 
sham Corp.). The amount of immunoreactive protein was quantified by 
integrating the area X density from an exposed screen using a Phos- 
phorlmager (Molecular Dynamics). The error in the calculated concen- 
trations of GM-CSF mutant proteins by this method did not exceed 
2-fold based on repetitive nnaryms of wdmdual samples. 

Bwla^ical Assays ^ were as- 

sayed for their ability to stimulate the proliferation of the mouse GM- 
CSF- dependent cell line NFS60. Samples were titrated in quadrupli- 
cate using serial 3-fold dilutions. The 344,5^methy)thiaxol-2-yl)-2,5- 
diphenyltetraxofium bromide (MTT) (Sigma) assay (32) was used to 
measure the extent of proliferation, and the absoihance vafoe difference 
of 570-650 nm was measured with a kinetic microplate reader 
(Molecular Devices). The concentration of each mutant and wild-type 
mGM-CSF protein that gave 50% maximal response was determined 
using the Softmax program (Molecular Devices). The correlation coef- 
ficient of the 4-parameter curve fit to the measured values exceeded 
0.990 for all curves presented. Protein extracts were assayed for their 
ability to antagonize the GM-CSF proliferative response of NFS60 cells. 
Samples: were titrated in quadruplicate using serial 3-fold dilutions in 
the presence of 3.5 X 10" " m mGM-CSF using the MTT assay format 
Competitive Receptor Binding Assays of Mutant GM-CSF Proteins — 
Mouse GM-CSF was labeled with l3S I using the Bolton and Hunter 
reagent (Amersham; specific activity —400 mCi/mmol) to a specific 
activity of —20-40 ftCi/pg as described previously (16). Competition 
binding assays were performed as follows: NFS60 cells maintained in 
media containing. mGM-CSF were harvested, washed, and incubated 
with 1 ml of ice-cold 10 mM NaPO«, 150 dm NaCI (pH 3.0) for 2 min then 



diluted to 50 ml with 10 mM NaPO«, 150 mM NaCI (pH 7.0). Following 
centrifugation the cells were resuspended in 1 X Hanks' balanced salts 
solution (life Technologies, Inc.) containing 0.1% bovine serum albu- 
min, 0.02% NaN 3 , and 10 mM HEPES (pH 7.5) (HBAH buffer). 2J5 X 10° 
cells in 200 ul of HBAH buffer were incubated with decreasing concen- 
trations of unlabeled competitor in the presence of 3.0 x 10 11 m 
12s I-mGM-CSF at 4 °C with continuous agitation for 4 h. Samples were 
titered in triplicate using serial 3-fold dilutions. Nonspecific binding 
was determined from the data collected for the competition of unlabeled 
wild-type mGM-CSF. Cell-bound radioactivity was separated from free 
ligand by centrifugation at 4 *C (2 min, 12,000 X g) through dioc- 
tylphthalate/dibutylphthalate (2:3). Bound and total radioactivity was 
measured with a Cobra 5010 y-counter (Packard). Low affinity receptor 
competition binding assays were performed in s similar manner except 
7.5 X 10* mouse L-cells expressing mGM-Ra were incubated with 
unlabeled competitors in the presence of 2.0 x 10'° m lM I-mGM-CSF 
for 2 h. The equilibrium binding data were analyzed using the Ligand 
program (33). Curve fitting for both one- and two-site models! were 
performed on each sample. Curves were either fit using a fixed high and 
low affinity eqoifibrium binding constants C^n^; 5.0 x 10"* 1 M, 
3& X tp'P M) or by fitting the control vn^d-type m<2M-CSF and fthe 
mutant protein competition curve simultaneously. Binding curves are 
presented as the concentration of competitor versus the specific counts/ 
minute bound as a percentage of total bound. Analysis of the binding 
data for Lys** substitutions exposed a limitation of the ligand software. 
Substitutions for Lys 14 showed a range of defects in high affinity bind- 
ing. For substitutions resulting in small changes a two site model with 
reliable high and low affinity values was statistically significant. For 
substitutions with reduced high affinity binding approaching that of the 
low affinity, the Ligand program was unable to discriminate a two-site 
model. This is reflected in the unreliable binding constants with small 
F and large p (>0.05) values as well as high affinity K a values with 
values higher than would be expected from examination of the binding 
curves (Table I). We presume that this is the result of combining both 
high and low affinity values into a single binding constant Only by 
measuring the affinity of Lys 1 * substitution proteins for the low affinity 
receptor alone (mGM-Ra) were we able to asign binding defects of Lys 14 
mutant proteins to the mGM-R0 (Table IV). 

Mouse GM-CSF Molecular Modeling— The coordinates for h GM-CSF 
were kindly provided by Dr. A. Karplus (Cornell University, Ithaca, 
NY). The mouse GM-CSF Ca backbone conformation was modeled 
using SegMod (34) followed by refinement of side chain conformations 
using the program CARA (35) within the LOOK suite, of programs 
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(Molecular Applications Group, Palo Alto, CAX The structure was dis- 
played using Insight II software (Biosym Technologies. San Diego, CA). 

RESULTS 

Biological Response of mGM-CSF Mutant Proteins — A panel 
of amino acid substitutions was generated for selected residues 
in the first a-helix of mGM-CSF. Based on previous studies (16) 
the following residues were targeted: Arg 11 (RID, Lys 14 CK14), 
IBs 16 (H15), Lys 20 (K20). and Glu 21 (E21). Position GIu lT . al- 
though surface exposed and located between Ghi 14 and Glu 21 , 
was not included in this analysis, since all available evidence 
points to at best a minor involvement of this residue (15, 16). 
Mutant protein was produced in S. coli and quantitated as 
described previously (24). Biological activity was assessed by 
measuring the proliferative response of the mGM-CSF -depend- 
ent myeloid cell line NFS60. Of the four surface-exposed resi- 
dues (Arg 11 , Lys 14 , Lys 20 , and Ghi 21 ), only substitution of Glu 21 
significantly altered the biological activity of mGM-CSF (Fig. 1, 
panel 5A, Table III). Charge reversal substitutions at this 
position (E21R and E21K) reduced the biological activity to 
<1% and reduced the magnitude of the plateau. Several other 
Glu 21 substitution proteins (Ala, Gly, Ser, and Leu) had lower 
biological activity (10-30%), although the magnitude of the 
response was not affected. All other substitutions at these four 
positions had only a marginal effect on the biological activity 
(>30%) with the exception of proline substitutions of Lys 20 and 
. Glu 21 . The introduction of proline residues at these positions in 
the first a-helix reduced the activity of the resulting proteins to 
less than 1% (Fig. 1, panels 4A and 5A, Tables II and III), The 
magnitude of the plateau for E21P but not K20P was reduced. 
Proline substitutions of Arg 11 and Lys 14 , located just outside 
and just within the first a-helix, respectively, did not signifi- 
cantly alter the biological activity (Fig. 1, panels 1A and 2A, 
table I). 

Based on homology to hGM-CSF, His 16 of mGM-CSF appears 
to occupy a buried position in the first o-helix. This buried 
position ia less tolerant to substitution than the surface ex- 
posed residues (with the exception of Glu 21 ). Substitution at 
His 15 with charged or polar residues resulted in a reduced 
biological activity, whereas hydrophobic or aromatic substitu- 
tions are well tolerated (Fig. 1, panel 3A). All His 16 mutants 
reached full plateau. 

Competitive Receptor Binding of mGM-CSF Mutant Pro- 
teins — The effects of amino acid substitution on the ability of 
mGM-CSF to bind to the high affinity mGM-CSF receptor 
(mGM-Ra£) on NFS60 cells was measured using conditions 
designed to detect both high and low affinity binding (see 
"Materials and Methods*). Some proteins had no loss in high 
affinity binding, and such mutant proteins were not investi- 
gated further. Some proteins had decreased high affinity bind- 
ing, and the mutant protein was then tested for its ability to 
bind to the low affinity mGM-CSF receptor (mGM-Ro) on sta- 
bly transfected L-cells (see "Materials and Methods"). This step 
was necessary so that the observed reduction in affinity could 
be assigned to either a loss of binding to the mGM-R0 compo- 
nent in the mGM-Ra£ complex, to a loss of binding to the 
mGM-Ra component, or to a loss of binding to both. 

For most substitution mutants at Arg 11 , Lys 14 , His 15 , and 
Lys 20 , a two-site fit of the high affinity receptor binding data 
was statistically significant (data shown for Lys 14 and Lys 20 ; 
Tables I and II). Substitution at Arg 11 with either a negatively 
charged (RUE) or positively charged (RllK) residue, neutral 
(RUG), hydrophobic (K11L), or aromatic (Rll W) residue had 
no effect On either high or low affinity binding constants (data 
not shown). This residue was not studied further. 

Mutant proteins with charged and polar substitutions at 
position His 15 showed a reduced ability to compete for 125 I- 



mGM-CSF (Fig. 1, panel 3B\ in agreement with the observed 
loss in biological activity (Fig. 1, panel 3A). Since this is a 
buried position in the protein, losses in activity and binding are 
probably due to structural perturbations of the protein core. 
Proteins mutated at this position were also not studied further. 

Mutations at position Lys 14 did not alter noticeably the bio- 
logical activity of the resulting mutant protein. However, sig- 
nificant binding defects were observed (Fig. 1, panels 2A and 
2B, Table D~ For some Lys 14 mutants, only one affinity site is 
detected (Glu, Gly, Ser, Va^ Trp, and Tyr). For others, two sites 
were still detected but both were reduced in affinity (e^. Phe 
and Gin). In general, reduction of the high affinity binding 
constant was less than 10-fold, while values for the low affinity 
K d showed wider variation with a concomitant increase in the 
%CV, indicating that the calculated value for the low affinity 
binding constant was less reliable under these conditions. Sev- 
eral Lys 14 mutants displaying a range of high affinity defects 
were selected and analyzed for their low affinity binding to 
mGM-Ra expressed alone on stably transfected L-cells (Fig. 
2A). Of the five mutant proteins tested, four had a low affinity 
K d similar to mGM-CSF iK* = 7.2 x 10~ 9 m; Table IV). From 
this analysis we conclude that the reduction seen in the high 
affinity binding constant for Lys 14 substitution proteins results 
from losses in binding to the mGM-R0 in the mGM-Ro£ com- 
plex. Protein K14P is the exception. A proline substitution at 
this position affected the low as well as the high affinity bind- 
ing constant (Table D» 

Mutant proteins with Lys 20 substitutions also showed losses 
in both high and low affinity binding as measured on NSF60 
cells (Fig. 1, panel 4B, Fig. 2B, Tables II and IV). To distinguish 
between losses in binding to the mGM-R0 and/or mGM-Ra, 
Lys 20 substitution proteins were analyzed on mGM-Ro-ex- 
pressing L-cells. Whereas most substitutions at Lys 20 did not 
affect the low affinity binding constant as measured on L-cells, 
small amino acid substitutions (Ala, Gly, and Ser) at this po- 
sition led to a 10-fold reduction in mGM-Ra binding (Fig. 2fi, 
Table IV). The introduction of proline at this position pro- 
foundly disturbed the binding of the resulting protein to both 
high and low affinity receptor. 

In contrast to the other mutant proteins examined, all Glu 21 
substitution proteins competed 125 I-mGM-CSF for only a single 
class of binding sites on NSF60 cells (Fig. 1, panel SB, Table 
III). The affinity of Glu 21 substitution proteins (K d = 1-4 X 
10 ~ 9 m) for these sites suggested that binding is to mGM-Ro. 
Scatchard analysis of one of the Glu 21 substitution proteins, 
E21A, has shown that both affinity and number of binding sites 
were consistent withstanding of this mutant protein to t^CSMRa 
only (16)^ Again, the exception was £2 IP. This protein had a 
low affinity binding constant that was at least three orders of 
magnitude higher than the other Glu 21 proteins (Fig. 55, Table 
ill), probably caused by severe structural changes (36). 

Design of mGM-CSF Antagonists — Mutant proteins E21R 
and E21K were unable to trigger a maxima] biological re- 
sponse. Such partial agonists should be antagonists of mGM- 
CSF at concentrations equal to or greater than those at which 
they bind the receptor. E21K was a partial agonist with about 
40% residual activation on NFS60 cells (Fig. 3). At concentra- 
tions which elicited the partial agonist activity, E21K was an 
antagonist of mGM-CSF activity (Fig. 4). However, its efficacy 
was limited by its relatively high residual activation level. We 
reasoned that the residual ability of E21K to activate mGM- 
Rap might result from contacts with mGM-R/3 which were still 
intact in E21K. Identification of Lys 14 as a residue that exclu- 
sively interacts with mGM-R/3 suggested the possibility that a 
further reduction of the aubmaximal response of E21K could be 
achieved by combining mutations at these two positions: Fig. 3 
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Table II 

Characteristics of Lys*° substitution proteins 



Sample - 




w 


(%CVf 




(%CVf 


One site ca. two 
site' 

F P 




% Activity' 




High 


ding' 
Lew 










tt 


















GMCSF 


2.3E-13 


3.8B-11 


10 


5.9E-08 


68 


22.1 


o 


2 


100 


9 


100 


100 


K20A 


3.4E-13 


4.6B-10 


11 


1.1E-07 


47 


36.5 


0 


2 


>30 


4 


-5-20 


-10-30 


K20E 


2.2E-13 


2.3E-10 


11 


3.1E-07 


131 


8.6 


0.01 


2 


>30 


3 


-5-20 


>30 


K20F 


2.6E-13 


1.3E-11 


19 


6.8E-08 


23 


123.1 


0 


2 


>30 


2 


>30 


>30 


won 


O.UCf-lv 


1 1P.AQ 


lfi 


1.2B-06 


376 


5 


0.45 


2 




Q 




w— *U 


K20H 


3.2E-13 


L9B-U 


7 


1.3B-08 


28 


1023 


0 


2 


>30 


2 


>30 


>30 


K20L 


2.1E-13 


1.6E-11 


27 


2JZB-09 


63 


15.3 


0 


2 


>30 


2 


>30 


>30 


K20M 


2.12*13 


2.2E-11 


23 


1.3B-08 


68 


16.7 


0 


2 


>30 


2 


>30 


>30 


K20P 


3.1E-11 






9-3B-08 


25 






2 


-0.2-0.8 


3 




-5-20 


K20Q 


2.4E-13 


2.1E-10 


12 


2.5E-07 


76 


24 


0 


2 


>30 


3 


-5-20 


-5-20 


K20R 


3.9B-13 


1.7E-11 


18 


3.1B-09 


54 


24.4 


0 


2 


>30 


2 


>30 


>30 


K20S 


3.8E-13 


3.6E-10 


23 


2^E-08 


59 


17.9 


0 


2 


>30 


2 


-5-20 


>30 


K20V 


1.7B-13 


3.3B-11 


14 


1.2E-08 


30 


715 


0 


2 


>30 


3 


-10-30 


>30 


K20W 


2.7E-13 


1.1B-11 


13 


5.4E-09 


25 


113.5 


0 


2 


>30 


3 


>30 


>30 


K20Y 


4.1E-13 


8.3E-11 


11 


1.1E-07 


31 


823 


0 


2 


>30 


3 


-10-30 


-5-20 



* Mutant proteins are identified by their native single-letter amino acid code, residue number, and amino acid substitution. 

* The concentration of each protein that gave 50% maximal response was determined using the Softmax progr am (Molecular Devices) from the 
data presented in fig. 1, panel 4A. 

* High and low refer to the high affinity and low affinity equilibrium binding constants calculated using the Ligand program (33) from the data 
presented in Fig. 1, panel 4B. 

* The percentage coefficient of variations is the standard error given by the ligand program (33) for the K d value presented. 

* F and p values determined by the ligand program (33) indicate that the fit using a two binding site model was statistically significant except 
for K20G and K20P. 

f Number of NFS60 proliferation assays performed. 

* Percent activities of the mutant proteins relative to the EC^ of wild-type mGM-CSF. 

* Number of NFS60 competition binding assays performed. 

' Percent high and low affinity binding relative to values determined for wild-type mGM-CSF. 

J Not determined. Error messages from the Ligand program (33) indicated that the two-site model was unacceptable for the data. 



Table m 

Characteristics of G/ir" substitution proteins 



Sample- 






<*cvy 




(%cvy 


One site vs. 
two site* 

F p 


i/ 


% activity* 




% bin 
High 


•ding' 
Low 






u 




u 
















GMCSF 


1.2E-12 


5.90E-11 


14 


1.2E-09 


62 


21.5 0 


3 


100 


7 


100 


100 


E21A 


4.0E-12 


my 




3.5E-09 


20 




8 


-10-30 


3 




>30 


E21F 


1.7E-12 


Niy 




4.8E-09 


11 




3 


>30 


2 




>30 


E21G 


3.2E-12 


my 




3.1E-09 


13 




3 


-10-30 


2 




>30 


E21H 


2.2E-12 


Niy 




3.6E-09 


10 




3 


>30 


2 




>30 


E21K 


8.0E-10 


my 




3.2E-09 


7 




3 


-0.1-0.5 


3 




>30 


E21L 


6.7E-12 


my 




3-2E-09 


13 




3 


-10-30 


2 




>30 


E21M 


2.6E-12 


my 




2.7E-09 


7 




3 


>30 


1 




>30 


E21P 


1.0E-06 


my 




<lE-06 


251 




3 


<.01 


1 




<0.1 


E21Q 


8.2E-13 


my 




1.4E-09 


17 




3 


>30 


2 




>30 


E21R 


1.8E-10 


my 




4.4E-09 


9 




3 


-03-1.0 


2 




>30 


E21S 


6.5E-12 


Niy 




4.4E-09 


4 




3 


-10-30 


1 




>30 


E21V 


3.0E-12 


my 




4.0E-09 


21 




3 


>3Q 


1 




>30 


E21W 


4.8B-13 


my 




24S49 
2.6E-09 


9 




3 


>30 


3 




>30 


E21Y 


iis-i2 


my 




25 




3 


>30 


2 




>30 



* Mutant proteins are identified by their native single-letter amino arid code, residue number, and ejnino arid substitution. 

» The concentration of each protein that gave 50% inamnal response was determined using the Softmax program (Molecular Devices) from the 
data presented in Fig. 1. panel SA. 

* High and low refer to the high affinity and low affinity equilibrium binding constants calculated using the Ligand program (33) from the data 
presented in Fig. 1, panel 5B. 

* The percentage coefficient of variations is the standard error given by the Ligand program (33) for the value presented. 

* F and p values could not be determined. The ligand program (33) could only fit the data to a single, low affinity binding site. 
' Number ofNFS60 proliferation assays performed. 

* Percent activities of the mutant proteins relative to the EC^ of wild-type mGM-CSF. 
'* Number of NFS60 competition binding assays performed. 

* Percent high and low affinity binding relative to values determined for wild-type mGM-CSF. 

Not determined. Error messages tram the Ligand program (33) indicated that the two-site model was unacceptable for the data. 



Fic. I. Biological activity and competition binding of wild-type and mutant proteins. A, proliferation of NFS60 cells was measured as 
a function of protein concentration using the MTT assay (32>. Assays were performed in quadruplicate with symbol error bars indicating standard 
deviation. Curves were generated using a 4-rwameter logistical fit and all correlation coefficients exceeded 0j990; B, competition of ia *I-mGM-CSF 
on NFS60 cells were performed with a constant concentration of 3.0 x 10"" m ,aft I-mGM-CSF in triplicate with symbol error bars indicating 
standard deviation. Under these conditions both high and low affinity sites were detected using the Ligand program (33). Each pair of A and B 
panels represents multiple amino arid substitutions for a specific residue as indicated Arg 11 (J). Lys 1 * (2). His ,s t3% Lys* 0 (4); and Glu* 1 (5). 
Substitutions are represented by each symbol as follows: wild-type; A. Gly; Met; ♦ Pro; O, Ala: O, Leu; O, Val; A. Hist QL Phe* V Trn- O Tvr- 
AGln;V v SenQArg;-O.GIu;0;Lyn: " 
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B 




Concentration (M) 

• FK*. 2. Competition binding of mutant and wild-typo mGM- 
CSF pffotema. A, competitkm trf ^I-mGM-CSF on L cells transacted 
with mGM-R* by #, mCM-CSF;C\Kl4A;^, K14E; K14G; ♦.K14P; 
find V, K14& fl/competition of ^H+nGMJJSP an t cells transfected 
with mGM-R-oby mGM-CSF; A^K20G; K2QM; K20P; O. K20A; 
O, K20L; O,B^;^B20F; A, E30H; V, E»W; 4, K20Y; A, K20Q; V. 
K20S; €t K20R; K20E. Assays were performed in triplicate using a 
constant concentration of 2.0 X 10"* M "*I-mGM-CSF with symbol 
error bars indicating standard deviation. 

shows that the K14E, E21K double mutant protein had, in fact, 
lost almost (>90%) all ability to activate mGM-Rap on NFS60 
cells. As expected, this protein showed much improved efficacy 
when used on NSF60 cells to antagonize mGM-CSF (Fig. 4). 

DISCUSSION 

The involvement of the anuno-teirnnnal region of mGM-CSF 
in receptor binding and biological activity is well documented 
(16, 17). In particular, it is now dear that residues in the first 
o-helix of mGM-CSF directly contact the mGM-CSF receptors. 
The data presented here identify in detail the qualitative and 
quantitative contribution of several residues in this region to 
this interaction. Ihis knowledge was essential to our designing 



Tablb IV 


Sample* 




(%CVT 


n d 


* binding' 

• 


GMCSF 


U 

6.2E-09 


3 


4 


100 


K14A 


7.8B-09 


7 


I 


92 


K14E 


7.4E-09 


7 


j 


98 


KI4G 


5.1E-09 


12 


I 


140 


K14P 


2.0E-08 


3 


I 


36 


K14S 


5.9E-09 


7 


I 


120 


K2QA 


4.4E-08 


6 


I 


18 


K20E 


5L2E-09 


15 




160 


K20F 


3.0E-09 


3 


I 


270 


K20G 


3.6E-08 


7 


1 


23 


K20H 


6.4E-09 


8 




130 


K20L 


4.2E-09 


6 




110 


K20M 


7.IE-09 


5 




67 


K20P 


<5B06 


NIK 




<oi 


K20Q 


1.9E-08 


5 




25 


K20R 


4.1E-09 


8 




110 


K203 


4.7E-08 


6 




11 


K20V 


6.5&09 


5 




91 


K20W 


4.6R09 


6 




110 


K20Y 


1.4E-08 


5 




37 



* Mutant proteins are identified by their native single-letter i 
acid code, residua number; and amino acid substitution. 

* Kj low refer to the low affinity equilibrium binding constants cal- 
culated using the Ligand program (33) from the data presented in Fig. 
2AandB. 

* The percentage coefficient of variations is the standard error given 
by the Ligand program (33) tor the value presented. 

d Number of LC-mGMRa competition binding assays performed. 

* Percent low affinity binding relative to values determined for wild- 
type mGM-CSF. 

'Not determined. Error messages from the ligand program (33) 
indicated that the error was very large for this data. 



0.35 




0.00 - 



4 4 



^ s «f 4? ^ 4? 
ConceiibaUon (M) 



PIG. 3. Biological activity of wild-type and i 
proteins. Proliferation of NFS60 cells in response to mGM-CSF (•). 
E21K (■), and K14HVE21K (♦) was measured as a function of protein 
concentration using the MTT assay (32). Assays were performed in 
quadruplicate with symbol error bars indicating standard deviation. 



a mGM-CSF receptor antagonist. 

We have previously shown that Glu 21 plays a pivital role in 
binding to the mGM-R0 in the high affinity complex. Substitu- 
tion of Glu 21 with Ala abrogates high affinity binding (16). The 
data presented here show that none of the 14 amino add 
substitutions are tolerated at this position. Previous work con- 
cludes that Glu 21 can be replaced with Asp without serious 
consequences to bioactrvity (36). Analysis of the equivalent 
Glu 21 position in hGM-CSF shows that Glu 21 can be replaced 
with an Asp without noticeable loss in either bioactivity or 
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GM-CSF with the GM-R0 in the high affinity complex appears 
to be similar to the site II interactions of GH and GH-R. 
Receptor antagonists of GH were made by mutations of site II 
residues that prevent the second GH-R from participating in 
the formation of the GH-R dimer (41). We have extrapolated 
that finding to mGM-CSF and tested the partial agonist E21K 
as a receptor antagonist. K21K weakly antagonized mGM-CSF. 
By glim mating other mGM-R0-epecific contact residues in 
mGM-CSF, we anticipated improved antagonistic mGM-CSF 
derivatives. The K14E, E21K double mutant was indeed a 
better antagonist than E21K. These experiments show that 
detailed studies which not only identify key residues involved 
in protein-protein interactions, but also characterize the na- 
ture of that interaction, make it possible to rationally design 
cytokine derivatives with altered properties. 

GM-CSF, 1L-3, and LL-5 all bind specific Kaa but share a 
common R/3. Identification of two R0-specific contact residues 
in mGM-CSF led to derivatives with antagonistic properties. 
This finding may have direct implications for the design of IL-3 
and IL-5 antagonists. A strategy to find such molecules should 
focus on elimination of R0-«pecific contacts, in particular, the 
conserved acidic residue in the first cr-helix of these cytokines 
and a second residue corresponding to mGM-CSF Lys 14 . 
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Granulocyte-macrophage colony-stimulating factor 
(GM-CSF) is a member of the four-helix bundle family 
of cytokines/growth factors which exhibit several acti- 
vities. It is a hematopoietic growth factor, a cytokine 
involved in inflammatory and immune processes, an 
adjunct for cancer therapy, and an anti-tumor immuno- 
modulatory Studies of interactions between GM-CSF and 
its receptor and identification of small peptides present* 
ing binding capacity to the. receptor are important goals 
for the development of GM-CSF analogs. Here we de- 
scribe the study of two cyclic peptides, 1785 and 1786, 
developed based on structural analysis of the GM-CSF 
region mimicked by anti-anti-GM-CSF recombinant an- 
tibody 23.2. These peptides were designed to structur- 
ally mimic the positions of specific residues on the B and 
C helices of human GM-CSF implicated in receptor bind- 
ing and bioactivity. Both 1785 and 1786 were specifically 
recognized by polyclonal anti-GM-CSF antibody (strong- 
er for 1786 than 1785). 1786 also competitively inhibited 
binding of GM-CSF to the GM-CSF receptor on HL.60 
cells and demonstrated antagonist bioactivity, as shown 
by its reversal of GM-CSF's ability to inhibit apoptosis of 
the GM-CSF dependent cell line M07E. These studies 
support the role of residues on the GM-CSF B and C 
helices in receptor binding and bioactivity and suggest 
strategies for mimicking binding sites on four-helix 
bundle proteins with cyclic peptides. 



Granulocyte-macrophage colony-stimulating factor (GM- 
GSF) 1 is a hematopoietic growth factor and a cytokine involved 
in many inflammatory and immune processes. GM-CSF acti- 
vates antigen-presenting cells (monocytes, macrophages, and 
dendritic cells), increases major histocompatibility complex 
class II expression-enhancing antigen presentation, and in- 
creases macrophage anti-tumor activity (1). Recently it has 
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been used as an important adjunct in cancer therapy for bone 
marrow recovery following chemotherapy and transplantation 
(2). Moreover, GM-CSF induces protective immune responses 
against lymphoma cells if fused with a tumor-derived idiotype, 
eliciting tumor-specific immunity (3). GM-CSF also enhances 
the immunogenicity of tumor cells when expressed by them, 
resulting in induction of protective anti-tumor immunity, while, 
other cytokines such as IL-2. IL-4. IL-5. IL-6. y-interferon, or 
tumor necrosis factor-a are less effective (4). 

The crystal structure of human GM-CSF (5-8) reveals a 
four-helix bundle organization similar in some respects to that 
described for growth hormone (9), IL-2 (10). and IL-4 (11-14). 
The related cytokines macrophage colony stimulating factor 
(15) and IL-5 are organized as dinners of four-helix bundles (16). 
GM-CSF activity is mediated by binding to specific cellular 
receptors (GM-CSFR) which belong to a recently described 
supergene family (17-23). The high affinity GM-CSFR is com- 
prised of an a chain (GM-CSFRo) specific for GM-CSF (20). and 
a 0 chain (0J, which can also associate with the IL-3 and IL-5 
receptor a chains (21). The GM-CSFRa imparts specificity to 
the interaction with GM-CSF. and when expressed without 0 C 
is able to bind GM-CSF. albeit with lower affinity than the 
heterodimeric receptor (24). The high affinity receptor (GM- 
CSFRa and appears to be the signal-transducing unit (25. 
26). with a sequential binding of GM-CSF to GM-CSFRa fol- 
lowed by binding to 0 C postulated. 

GM-CSF and the related four-helix bundle cytokines are 
important targets for drug design and production of low molec- 
ular weight analogs which mimic the native ligand. Studies of 
ligand-receptor intermolecular interactions which help delin- 
eate their active sites should allow the development of small 
molecules able to mimic the larger polypeptide ligands. Such 
small drugs, created based on analysis of the most important 
binding interactions, could circumvent problems of immunoge- 
nicity. antigenicity, rapid proteolysis by serum proteolytic en- 
zymes, short serum half-life, and low oral bioavailability, com- 
monly presented by large polypeptides. 

In prior studies, linear peptide analogs of GM-CSF were 
produced by dividing the human GM-CSF sequence into six 
peptides (27). This strategy led to the identification of two 
peptides with receptor binding and antagonist activity. One 
peptide corresponding to residues 17-31 (the A helix) inhibited 
high affinity receptor binding, while a second peptide corre- 
sponding to residues 54-78 (the B and C helices) inhibited low 
affinity receptor binding (27). This implicates these sites in 
intermolecular interactions with the GM-CSFR. We also have 
used a recombinant antibody (rAb) as a GM-CSF mimic (28). 
Molecular modeling of the rAb 23.2 allowed the identification of 
complementarity determining regions (CDRs) as sites of struc- 
tural mimicry of GM-CSF. focusing attention on the CDR1 
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region mimicking residues on the B and C helices of GM-CSF. 
After synthesis and characterization of CDRI, CDRII. and 
CDRII peptides, the CDRI peptide exhibited specific GM-CSF 
receptor binding and antagonist bioactivity (28). Thus, these 
studies suggest that residues on the B and C helices of GM-CSF 
mediate binding to the low affinity receptor (GM-CSFRa 
alone). 

Here we describe the development of two cyclic peptide GM- 
CSF mimics (1785 and 1786) obtained from structural analysis 
of the GM-CSF region mimicked by rAb 2Z2 (28). Cysteines 
were introduced in the peptide structures at the amino and 
carboxyl termini to allow cyclization. The cyclized peptides 
were specifically bound by polyclonal anti-GM-CSF antibody 
(stronger for 1786 than for 1785). Moreover. 1786 competes 
with GM-CSF for binding to the GM-CSF receptor present on 
HL-60 cells and reverses GM-CSFs prevention of apoptosis of 
M07E cells. Thus. 1786 represents a structurally designed 
biological and receptor antagonist of GM-CSF. 

MATERIALS AND METHODS 

Design of Peptides 1785 and 1786 — 1785 and 1 786 were the result of 
the comparison of the GM-CSF mimic rAb 23.2 molecular models and 
its individual CDR sequences with the human GM-CSF structure (28). 
Despite the weak primary sequence similarity shown by 23-2 with 
GM-CSF. structural similarity was suggested centered on the B (resi- 
dues 54-61) and C (residues 77-83) helices of GM-CSF and the 23.2 
CDRI region (28). Important residues in the GM-CSF structure mim- 
icked by similar residues on 23.2 were postulated to be: Thr-57. Glu-60. 
Lys-63. Lys-74. Thr-78. Ser-82. and Lys-85. Based on the ability of a 
predicted reverse turn structure (the 23.2 CDRI) to functionally mimic 
this site on GM-CSF. two distinct reverse turns were designed using the 
Maclmdad program (Molecular Applications Group. Stanford. CA). Pep- 
tide 1786 was designed beginning at Thr-57 and proceeding up the 
exposed residues on the B helix (Glu-60 and Lys-63), then continuing in 
the reverse orientation on the C helix (Lys-74. Thr-78. Ser-82. and . 
Lys-85). Glycine or alanine residues were introduced to orient the 
predicted contact residues on the same face of the reverse turn. Addi- 
tional Gly residues were added at the amino and carboxyl termini to 
appropriately position Cys residues for cyclization by disulfide bridge 
formation. The 1 785 peptide was designed according to the same prin- 
ciples, but beginning with Lys-85 on the C helix and proceeding in the 
opposite orientation. The sequences of these peptides and their pre- 
dicted structures in comparison with the GM-CSF structure is shown in 
Fig. I. 

Preparation of Cyclic Peptides — The two peptides were synthesized 
by solid phase methods, deprotected. and released from the resin by 
anhydrous HF as described previously (29-32) by Macromolecular Re- 
sources at Colorado State University (C. Miles). Peptides (containing 
cysteine residues as terminal amino acids) were oxidized dissolving 
them at 0.5 mg/ml in 50 mM NH^HCO,. pH 8.0. and stirring them 
overnight exposed to the air at room temperature The extent of oxida- 
: tion was estimated by Ellman determination after this procedure. .-! 

Determination of Free Sulfhydryis in Peptides (Ellman Determina- 
tion)-^. 40. 80. and 160 fd of peptides at 0.5 mg/ml in SO mM 
NH«HCO,. pH 8.0. were added to 10 mM NajHPO,. pH 7j0 ; for a final 
volume of 1 ml. 6 pi of 4 mg/ml 5.5'-di thio-bis (2-nitrobenzoic acid) 
(Sigma) in 50 mM Na 2 HP0 3 . pH 7.0. were then added, and the reaction 
mixtures were kept at room temperature for 10 mini. The percentage of 
sulfhydryis was determined from the absbrbance at 420 nm. using the 
formula: (100 x A AZt> x ^(13600 x mg/ml). 

Peptide Characterization— The formation of peptide antrachain disul- 
fide bridge versus interchain bridges was estimated by mass spectrom- 
etry analysis performed at the Protein Chemistry Laboratory of the 
University of Pennsylvania School of Medicine (J- Lambris). This indi- 
cated >90% monomers of the oxidized peptides. 

Enzyme-linked Immunosorbent Assay (EL1SA)^-E1ASA was per- 
formed with polystyrene plates (Dynatech Laboratories Inc.. Chantilly. 
VA). The peptides 1785. 1786. and a control peptide (Cys-thr-Tyr-Arg- 
Tyr-Pi^Leu-CIu-Leu-AspThr-Ala-Asn-Asn-Arg) were dissolved in 50 
ihM NH«HC0 3 at 120. 90. 60. and 30 Mg/ml and 50 jii of each dilution 
were used to coat the wells in duplicate by evaporation overnight at 
37- "C. As positive controls wells were coated with 50 $m1 of 1 /ig/ml 
GM-CSF in 0.1 m NaHCO, overnight at 4 *C. The wells were then 
washed with PBS. 0.05% Tween 20 (PBST}. and blocked for I h at 37 *C 
with PBS. 0.05% Tween. 2% bovine serium albumin (PBSTB) After 



washing with PBST. 50 pi/well of primary antibody (polyclonal anti- 
body against GM-CSF previously described (28. 33)) and preimmune 
serum (normal mouse serum) as a negative control were added at 
1:1.000. 1:10.000. 1:100.000. and 1:1.000.000 dilutions in PBSTB. and 
the plate was incubated for 1 h at 37 *C. The plate was washed, and 200 
jd of secondary antibody, goat anti-mouse conjugated to horseradish 
peroxidase (Sigma) diluted 1:3500 in PBSTB was added to the wells, 
and the plate was incubated for 1 h at 37 "C. After washing, the color 
reagent 3.3\5.5'-tetraniethyl-benzidine cUhydrochloride (Sigma) 0.1 
mg/ml was added at 100 pl/well and. alter 10 min of incubation at 37 *C. 
the color reaction was stopped with 20 jd/well of 2 N H^SO,. and the 
absorbance at 450 nm was detected using the plate reader MR 5000 
(Dynatech Laboratories Inc. Chantilly. VA). Values were reported sub- 
tracting the absorbance measured for uncoated wells from the absorb- 
ance of pep tide-coated wells (34). 

Radioreceptor Binding Assay— Binding of 1 785 and 1 786 to the GM- 
CSF receptor present on HL60 cells was analyzed by a competitive 
radioreceptor assay modified from previously reported protocols (20. 
35). Briefly. HL60 (from ATCC) were grown In RPM1 1640 with 10% 
fetal calf serum. L-glutamine. oxalate, pyruvate, insulin, essential 
amino adds, and nonessential amino acids. 10 6 cells were washed twice 
in RPM1 1640. 10 mM Hepes, pH 7.4. 10% fetal calf serum (binding 
buffer), centrifuged. and incubated with different dilutions of peptides 
1785. 1786. and control peptide (for final concentrations of 500. 250. 
125. 62.5. and 31.25 Mg/ml) for 1 h at room temperature. I2S I-CM-CSF 
(118 /iCi//ig. Dupont NEN) was then added to the reaction mixtures at 
a final concentration of 0.5 nM (for total GM-CSF bound) or a mixture of 
racHoiodinated (0.5 nM). and cold GM-CSF (at the saturating concentra- 
tion of 50 nM) was added (for nonspecific binding) and incubated at room 
temperature for 1 h. The mixture was then layered over 500 ui of chilled 
fetal calf serum and centrifuged, and the counts/min bound determined 
in an LKB gamma counter. Specific binding was determined by sub- 
tracting the nonspecific counts/min bound from the total counts/min 
bound. Scatchard analysis revealed that, at this concentration, predom- 
inately low affinity sites (2.9 nM) were measured (27) (data not shown). 
Based on the EC^ achieved , by peptide, the K t was calculated by the 
method of Cheng and Prusoff (36). 

Inhibition of Apoptosis— The assay was performed in a 2 4 -well pol- 
ystyrene plate (Corning. Costar Corp.. Cambridge. MA), using M07E 
cells (from R. Zollner. Genetics Institute. Cambridge MA), grown In 
RPMI 1640. 10% fetal calf serum. L-glutamine. oxalate, pyruvate, insu- 
lin, nonessential amino acids, essential amino acids, penicillin/strepto- 
mycin, and 20% U87 supernatant (containing GM-CSF as a growth 
factor). The peptides were added at different dilutions to the wells (final 
concentrations of 160. 80. 40. and 0 /ig/ml). After sterilization of the 
plates under UV light for 40 min. fixed amounts of sterile GM-CSF (200 
dm). TPA (12-atetradecahoylphort>oI-13-acetate (Sigma). 4 nM). and 
U87 supernatant (5%) were added separately to all the different con- 
centrations of peptide: 250 #d of cell suspension at 10* cells/ml. previ- 
ously washed with the medium without U87 supernatant and resus- 
pended in the same medium, were added to each well, reaching a final 
concentration 5 X 10 s cells/ml in a total volume of 500 /iL After 24 h of 
growth, cells were lysed and DNA degradation detected both by an 
agarose gel run and by the use of •pell Death Detection EUSA" Kit 
(Boehringer Mannheim). 

For the agarose evaluation. 350 pi of 5 X 10 s cells/ml were washed, 
added to 20 p\ of iysb buffer (10 mM EDTA. 50 mM T ris HCl pH 8.0. 
0.5% AAIauroylsarcosine sodium salt (Sarkosyl). 0.5 mg/ml proteinase 
K) and incubated for 1 h at 50 °C. After addition of 10- $d of 0.45 mg/ml 
RNase and Incubation at 50 *C for 1 Ji. the samples were mixed with 10 
/t) of 10 mM EDTA. pH 8.0. 0.03% bromphenol blue. 1% Nue Sieve GTG 
agarose (FMC BioProducts, Rockland. ME), heated at 70 *C for 10 min. 
loaded into a 1 .2% agarose gel and run for 1 h at 100 V using TBE buffer 
(89 mM Tris base. 89 mM boric acid. 2 rhM EDTA pH 8.0). the gel was 
stained with ethidium bromide (Sigma) and photographed under ultra- 
violet light. 

Mono- and oligpnucleosome fragments present in the cytoplasmic 
fraction of cell lysates were detected following the protocol for "Cell 
Death Detection ELISA" kit. Briefly, the microliter plate was coated 
with anti-histone solution and. after incubation with a 1:10 dilution of 
the lysate derived from 2.5 X 10 4 cells. DNA was detected by the 
anti-DNA-peroxidase system according to the kit instructions, with 
color development read at 405 nm. 

RESULTS 

Peptide Design— The two peptides were synthesized accord- 
ing to the sequences reported in Fig. 1. The postulated contact 
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178*: CG T A £G KGGKGTAS A KGGC 

Fic. 1. Development of 1785 and 1786 peptides. The structure of GM-CSF (/eft) was determined from coordinates derived from the crystal 
structure (J. M LaLonde, K. Swaminathan and D. Voet, manuscript in preparation), displayed on the Maclmdad program (Molecular Applications 
Croup. Palo Alto. CA) on a Macintosh Quadra 950 computer. The critical residues of 54 -61 region of B helix and of 77-83 region on C helix are 
reported. These residues are introduced in 1785 (upper right} and 1 786 (lower rights sequences together with glycines, alanines, arid cysteines (for 
. peptide cyclization). Peptide tridimensional structures are also reported. 



residues on the GM-CSF B and C helices (regions involved in 
the interaction with GM-CSFRa) were introduced into the pep- 
tides in two different orientations ("up" the B and "down" the C 
helices for 1786. with the opposite orientation for 1785). The 
design incorporated reverse turn structures together with ap- 
propriate spacer residues and cysteines at the amino and car- 
boxyl termini, which allowed the development of cyclic forms. 

Peptide Cyclization — The procedure followed for peptide cy- 
clization was oxidation of the terminal sulfhydryls with intra- 
chain disulfide bond formation. Ellman determination indi- 
cated that only 4.7 and 1.8% of free sulfhydryls were still 
present in the oxidized forms of 1785 and 1786, respectively, 
confirming near complete oxidation of the peptides. 

Mass spectrometry analysis was performed on the oxidized 
peptides to confirm that oxidation had resulted in intrachain 
disulfide bond formation, as opposed to formation of oligomers. 
The mass spectrometry study showed that >90% of the oxi- 
dized 1785 peptide was represented by a peak at molecular 
mass 1514, with the theoretical molecular mass for 1785 being 
151 1 daltons. Similarly. >90% of the 1786 peptide was seen as 
a peak at molecular mass 1637. the theoretical molecular mass 
being 1 639. Thus, both of the oxidized peptides were >90% in 
the monomelic form, with only trace contamination by oli- 
gomers (dimers and trimers). 

Recognition of Peptides by Polyclonal Antibody against GM- 
CSF— The ability of these peptides to mimic GM-CSF was 
initially evaluated by its recognition by polyclonal antibody 
against GM-CSF in an ELISA (Fig. 2). Neither peptide showed 
any specific binding by the preimmune serum (normal mouse 
serum), indicating lack of nonspecific binding. Both peptides 
1785 and 1786 were specifically bound by polyclonal antibody 
against GM-CSF. with the titer higher for 1786 than that for 
1785. The control peptide was not bound by the anti-GM-GSF. 
further supporting specific recognition of the peptide mimics. 
This supports structural mimicry of GM T CSF by the peptides 
1785 and 1786. 



Peptide Binding to the GM-CSF Receptor— The ability of the 
peptides to bind the GM-CSF receptor was evaluated by their 
ability to compete with GM-CSF for binding to the GM-CSF 
receptor present on HL-60 cells as evaluated by a radioreceptor 
assay. Peptides were preincubated with HL-60 cells prior to the 
addition of ,25 I-GM-CSF, and specific binding was determined 
by carrying out identical reactions in the presence of excess of 
unlabeled GM-CSF. Fig. 3 reports the typical results obtained 
with 1786. 1785. and control peptides. While 1785 and control 
peptides failed to show any specific inhibitory activity. 1786 
inhibited GM-CSF binding to its receptor in a dose-dependent 
manner, with 50% inhibition achieved at —500 /igfrnL 1786 
therefore antagonizes GM-CSF binding to its receptor, indicat- 
ing binding of this peptide to the GM-CSFR on HL-60 cells. 
Scatchard analysis of GM-CSF binding to HL-60 cells reveals 
high affinity (46 pM) and low affinity (2.9 nM) sites for GM-CSF 
binding (20; 35). Under the conditions of the assays here, pre- 
dominately low affinity sites were measured (27) (data not 
shown). Based on the low affinity calculation of the K t for 
peptide using the method of Cheng and Prusoff (36) gives a 
value of 270 pM, 

Bioactivity of Peptides — GM-CSF bioactivity can be evalu- 
ated by its ability to inhibit spontaneous apoptosis of the GM- 
CSF-dependent cell line M07E (37. 38). This assay is of par- 
ticular utility as it can also be applied to stimuli which inhibit 
apoptosis independent of signaling through the GM-CSF recep- 
tor (37). To analyze the bioactivity shown by the 1786 and 1785 
peptides, their capacity to interfere with GM-CSFs ability to 
prevent apoptosis in M07E cells was assayed. Apoptosis was 
evaluated both by agarose gel electrophoresis of total cellular 
DNA and by a specific ELISA assay. In addition to GM-CSF. 
two other stimuli were evaluated: phorbol ester (TP A), which 
inhibits apoptosis in a receptor-independent fashion, and GM- 
CSF containing U87 cell supernatant. 

Both the agarose gel and the ELISA results (Fig. 4) indicated 
clear antagonist activity for the 1786 peptide, with reversal of 
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FlC. 2. Binding of polyclonal Ab against GM-CSF to 1786 and 1785 peptides. Binding was performed by ELISA assay as described under 
"Material and Methods." The graphs shown are referred to the case of peptides at 1.5 fig/well. Similar results were obtained with 3. 4.5. and 6 
fig/well. Binding of 1786. 1785. and control peptides both to anti-GM-CSF polyclonal antibody and to preimmunization serum (normal mouse 
serum. NM5) are reported. The values are obtained subtracting the A,*, of wells without peptides from the A 4SO of wells with peptides at different 
concentrations. The mean ± S.D. of duplicate wells is shown for decreasing amounts of polyclonal anti-GM-CSF antibody. 

antagonist activity was GM-CSF receptor-dependent. In con- 
trast, the 1 785 peptide did not demonstrate agonist or antag- 
onist activity in these apoptosis assays. This indicates that 
1786. which inhibits QM-CSF receptor binding, has a similarly 
specific GM-CSF receptor-dependent antagonist bioactivity. 

DISCUSSION 

The interaction of GM-CSF with its receptor has been the 
subject of intense investigation. Prior studies with GM-CSF 
mutants indicated that residues on the first (A) helix of GM- 
CSF are involved in the binding to high affinity receptor (the 
GM-CSFRor*0 e complex) but not to low affinity receptor (GM- 
CSFRar alone) (24, 39, 40) . This is illustrated most strikingly by 
studies using mutants of residue Glu-21 of GM-CSF. which 
inhibit binding of GM-CSF to the low affinity receptor, but 
display little activity in inhibiting binding to the high affinity 
receptor (39. 41. 42). Based oh these experiments, it has been 
proposed that the first a helix of GM-GSF is responsible for 
binding to ft (40). 

Murine and human GM-CSF display species specificity and 
are not cross-reactive. As substitutions are scattered through- 
out these molecules, it was possible to swap regions of murine 
and human GM-CSF to locate sites critical for receptor inter- 
action (35). These studies indicated a critical role for amino 
adds 21-31 (A helix) and 77-94 (including the C helix) in 
mediating the activity of human GM-CSF. suggesting that the 
second site may be involved in binding to the GM-CSFRor. 
Additional mutagenesis studies (42-45). mapping of neutraliz- 
ing monoclonal antibodies (46-50). and synthetic peptide stud- 
ies (47. 51. 52) suggest other potential interaction sites. Thus, 
in spite of considerable study, the GM-CSFRa interaction 
site(s) on GM-CSF remain incompletely characterized. 

In our group use of synthetic peptides, anti-peptide antisera. 
and neutralizing monoclonal antibody to map epitopes on GM- 
CSF important for bioactiyity have led to several conclusions: a 
peptide corresponding to residues 17-31 of the A helix, as well 
as antibodies against this peptide, are able to inhibit GM-CSF 
dependent cellular proliferation, the 17-31 peptide also inhib- 
its GM-CSF binding to the high affinity receptor but hot to the 
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FlC. 3. Inhibition of 1Z5 I GM CSF binding to HL-60 cells by 
-peptides. The radioreceptor assay was performed as reported under 
'Materials and Methods." using 1CT cells/test- The specific proportion of 
count/min bound was determined subtracting the proportion of counts/ 
min bound under identical conditions in the presence of saturating 
amounts of unlabeled GM-CSF (50 hM). The percent inhibition of bind- 
ing of 1786. 1785. and control peptide is reported versus increasing 
amounts of peptides together with the S.D. of duplicate tests. 

GM-CSFs prevention of apoptosis. Increasing the amount of 
1786 in presence of GM-CSF increased the amount of apoptosis 
seen (ICjo of —85 /lm). When incubated with the cells in me- 
dium alone, the 1786 peptide did not prevent DNA degradation, 
excluding any agonist activity by the peptide. The same pep- 
tide, in the presence of U87 cell supernatant, presented the 
same type of dose-dependent behavior in increasing apoptosis 
as shown in presence of GM-CSF (IC so of -65 uw). The 1786 
effect was not seen in the presence of TPA which prevents 
apoptosis in a receptor independent fashion, indicating that the 
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Fig. 4. Inhibition of GM-CSFs prevention of apoptosis by peptides. Apoptosis was evaluated both by running cell lysate in an agarose gel 
(left, reported only for the case of peptides at 160 fig/ml) and by determining mono- and oligonudeosomes with an ELISA kit {right, reported only 
for the significant 1786 peptide). The assays were performed as indicated under "Materials and Methods/ Lysates from cells incubated with or 
without peptides in presence or absence of factors preventing apoptosis (GM-CSF, TP A. U87 supernatant) were loaded into gel {left or analyzed 
by ELISA reporting the percentage of maximal apoptosis. as referred to the absence of any reagent preventing apoptosis {right). 



low affinity receptor: a peptide corresponding to residues 
54-78 overlapping the B and C helices is recognized by two 
neutralizing monoclonal antibodies to GM-CSF and exhibits 
antagonist bioactivity (27). This suggests a model of receptor 
interaction where residues on the B and C helices of GM-CSF. 
the opposite face of the A helix, are involved in interactions 
with GM-CSFRa, while residues on the A helix mediate bind- 
ing to p c (27) . This model is supported by analysis of a rAb 
mimic of GM-CSF (23.2) as well as a peptide derived from the 
CDRI sequence of the rAb 23.2. The CDRI peptide and the rAb 
were shown to exhibit structural similarity to residues on the 
GM-CSF B and C helices; both the peptide and the rAb mimic 
were bound by neutralizing anti-GM-CSF monoclonal antibody 
126.213 and exhibited biological and/or receptor antagonist 
activity (28. 33). 

The purpose of this study was to further test this model by 
developing additional peptides which mimic the position of 
specific residues oil the GM-CSF B and C helices, and evalu- 
ating them for receptor binding and biological activity. The 
structure of the two peptides discussed in this report derived 
from our prior studies, with 1785 and 1786 designed to struc- 
turally mimic potential contact residues oh the GM-CSF B 
(residues 54-61) and C (residues 77-83) helices. The two pep- 
tides were synthesized with cysteines at both the amino and 
carboxyl termini in order to develop cyclic forms, thereby con- 
straining the conformations of the peptides and providing more 
accurate mimicry of the B and C helical face of GM-CSF. These 
peptides also allowed us to evaluate whether reverse turn 
peptide mimics, such as those developed from the rAb 23.2 
CDRI sequence, could be developed from simple structural 
considerations, obviating the need to develop them by library 
screening or antibody mimicry. 

The cyclic peptides were easily prepared by oxidation over- 
night, reaching almost 100% oxidation and 90% yield (only 
traces of dimer and trimer were detected by mass spectrometry 
analysis). The cyclized monomer peptides were therefore used 
in binding tests to polyclonal antibody against GM-CSF and to 
GM-CSF receptor present on HL60 cells. In both cases peptide 



1786 showed good binding capacity, displaying competitive be- 
havior toward GM-CSF in the radioreceptor assay. On the 
other hand, peptide 1785 demonstrated a lower binding affinity 
to polyclonal ahti-GM-CSF antiserum and complete lack of 
interaction with the GM-CSF receptor. In order to establish 
their bioactivity, the peptides were assayed in an apoptosis 
assay. GM-CSF is known to prevent apoptosis of M07E cells 
(37, 38). These cells were incubated, in presence or absence of 
different concentrations of peptides, with fixed amounts of GM- 
CSF or U87 supernatant (a source of GM-CSF). TP A. an agent 
which also prevents apoptosis but via a different mechanism 
not involving the GM-CSF receptor, allowed the specificity of 
the reaction to be evaluated (37). Peptide 1786. but not 1785 or 
control peptides, displayed biological antagonist activity: in- 
creasing the amount of peptide 1786 resulted in an increase in 
apoptosis in response to GM-CSF or U87 supernatant, while no 
effect was seen in the presence of TPA. 

The ICjo for peptide 1 786 in the apoptosis assay was similar 
for both GM-CSF and U87 supernatant (65-85 jim). This is 
somewhat smaller than the calculated K t for peptide inhibition 
of binding to low affinity receptor sites on HL-60 cells (270 jim). 
However, the low .affinity sites do not appear to mediate bioac- 
tivity; while the high affinity sites do (21. 39). Interestingly, if 
a similar ECjq is assumed for the high affinity sites, the cal- 
culated K, for peptide 1786 in the binding assay is 59 $jlm (36), 
much closer to the IC50 observed in the apoptosis assay. This 
supports the role of high affinity sites in mediating bioactivity. 

Based on these studies, peptide 1786 represents a receptor 
antagonist of GM-CSF. supporting pur conclusions from molec- 
ular-structural analysis utilizing recombinant antibodies (28) 
for the identification of residues critical for bioactivity. More- 
over, these studies suggest that similar peptide mimics can be 
designed based on structural information derived from knowl- 
edge of potential contact residues. The ability to design such 
mimics may be readily extended to other systems where suffi- 
cient structural and biological information is available to de- 
lineate potential contact residues. This should allow for the 
analysis of potential contact residues on novel backbones as 
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well as the rational design of receptor antagonists with poten- 
tial clinical utility. 
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The (functional rote of the predicted first a-helix of Ihiutmsuni 
grantilccyte-macroplhage coflony-sttaullating factor (GM- 
CSF) was analysed by site-directed mutagenesis arajd 
multiple bfiologkal and receptor binding assays. Initial 
deletion! moBtogenesos ponmfied to resndtses M and 21 bdmg 
critical. Substitution mutagenesis showed that byafidednsg 
Gln20 to Ala full GM-CSF activity was retained but that 
■by altering Glu21 for Ala GM-CSF activity and high 
affinity receptor binding were decreased. Substitution of 
different amino acids for GKu2I showed that there was 
a hierarchy in the ability to stinsullate the various 
biological activities of GM-CSF with the order of potency 
'being Asp21 > Ser21 > Ala2fl > GBn21 > Lys21 = 
Arg2L To distinguish whether positional was important 
for GM-CSF binding to high or low affinity receiptors, 
GM-CSF (Arg21) was used as a competitor for 
[ 125 I]GM-CSF binding to monocytes that express both 
types of receptor. GM-CSF (ArgZH) exhibited a greatiy 
reduced capacity to compete for bonding to high alDWity 
receptors, however, it competed My for f^HJGM-CSF 
binding to Bow affinity receptors, ff\uirtfocrra^ GM-CSF 
(Arg21) was equipotent with wiid-type GM-CSF in. 
Mnding to the cloned Bow affiMty a-chaSn of the GM-CSF 
receptor. These resuMs show that (i) thfis $Q88&mJ& arMcsft 
.ifor Hugh affinity but mM for -Sow affiznity GM-CSF 
•receptor bindiinig thus defeSng two -to 
GBM^-imfoafo; (ni) pasfiticaa 2i-ofGMCSF& ariticall 
.for muMipSe functions of GM^-CSF; and d6> stSmu^aSon 
of proMeratioan and mmatuure eel tfunctiom by GM-CSF are 
mediated through Hugh affinity receptors. 
Key words: growth factors/haemopoiests/mutagenesis/ 
structure - function/receptors 



(Introduction 

Human (h) granulocyte-macrophage (GM) colony- 
stimulating factor (CSF) is a multi-potential growth factor 
capable of stimulating several haemopoietic cell lineages such 
as the neutrophilic, eosinophilic, monocytic and 
megakaryocyte series (Sieff et al. 9 1985; Metcalf et a/., 
1986). In addition GM-CSF is also able to stimulate the 
function of the differentiated progeny enhancing the effector 
functions of neutrophils and eosinophils (Vadas et at. , 1 983; 
© Oxford University Pfess 



Gasson et at;, 1984; Lopez et a/., 1986) and the capacity 
of monocytes to kill tumour cells (Grabstein et al. 9 1986) 
and adhere to various surfaces (Gamble et a/., 1989; Elliott 
et aL. 1990). Because of this pldotropic effect GM-CSF has 
been used in vivo where it has been shown to increase the 
granulocyte counts in AIDS patients (Groopman era/., 

1987) . accelerate bone marrow reconstitution following 
chemotherapy (Antman et al. 9 1988) and enhance the 
effector function of circulating neutrophils (Baldwin et a/., 

1988) . In addition to normal haemopoietic cells, certain 
tumour cell lines have also been shown to respond to GM- 
CSF by proliferating in vitro (Dedhar et a/., 1988; Berdel 
et a!., 1989). 

The human GM-CSF receptor has now been cloned and 
shown to comprise at least a binding (or) chain that binds 
GM-CSF with low affinity (Gearing et al., 1989) and a 
second (0) chain that does not seem to bind GM-CSF by 
itself but which allows the formation of a high affinity 
receptor when co-expressed with the or-chain (Hayashida 
et a/., 1990). The functions mediated by each chain of the 
GM-CSF receptor are not yet known. 

Despite the multiple in vitro and in vivo studies with GM- 
CSF, little is known about regions of the molecule essential 
for activity and in particular whether different regions 
participate in binding to high and low affinity receptors and 
their relationship to function. Using a chemical-synthesis 
approach we have previously shown that the 14 most N- 
terminal and the six most C-terminal residues of GM-CSF 
are not required for function, and importantly that the 
14-24 region in the first predicted a -helix of GM-CSF is 
essential for bioactivity (Clark-Lewis et a/., 1988). Similar 
results were obtained using human —mouse GM-CSF 
chimeric molecules (Kaushansky et al: 9 1989; Shanafelt 
et al. 9 1991) and monoclonal anti -GM-CSF antibodies which 
blocked activity (Brown er a/., 1990). The latter two 
approaches identified, in addition, a second region in GM- 
CSF between residues 88-96 important for activity. 

We have now used site-directed mutagenesis to study in 
more detail die predicted first a-helix of GM-CSF and, in 
particular, fecussed on the hydrophflk residues Gin at 
position 20 and Glu at position 21. Our results show that 
residue Glu21 is critical for the full biological activity of 
GM-CSF. Significantly, substitution of Glu21 with Arg 
impaired the binding to high affinity but not to low affinity 
GM-CSF receptors, thus linking high affinity binding to the 
various functions examined and suggesting that Glu2 1 may 
be involved in binding to the 0-subunit of uSe GM<!SF 
receptor. 

Results 

Mutagenesis of Gln20 and Gfu21 of human GM-CSF 
Initial experiments designed to examine the effect of N- 
terminal deletions on GM-CSF activity revealed that deletion 
of residues I — 24, 7—24 and 14—24 caused loss of GM- 
CSF activity (data not shown). We then focused on residues 
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Gln20 and Glu21 predicted to constitute a hydrophilic face 
of the GM-CSF molecule (Party et al. 9 1991). Deletion of 
residues 20-21 resulted in the complete loss of GM-CSF 
ability to stimulate bone marrow colony formation, the 
neutrophil respiratory burst and antibody-dependent 
cytotoxicity (ADCC), eosinophil-mediated antibody- 
dependent cytotoxicity (ADCC), and in the ability to compete 
for [ ,25 I]GM-CSF high affinity binding to human 
neutrophils. In order to ascertain die importance of positions 
20 and 21 for the biological activities of GM-CSF less severe 
modifications were carried out by introducing the non-polar 
residue alanine at bom these positions. Experiments using 
transiently transfected COS ceHs showed that GM- 
CSF(Ala20) had the same potency as wild-type (WT) GM- 
CSF at stimulating day 14 GM bone marrow colonies 
(100.3% potency, not different to WT GM-CSF P = 0.9, 
n = 6), neutrophil ADCC (1 16.9%, n = 6, P = 0.45) and 
superoxide anion (Qj-) generation <104.3%, n = 12, P = 
0.65) and eosinophil ADCC (94.7%, it = 4. P = 0.76). 
In contrast GM-CSF(Ala21) was less potent than WT GM- 
CSF at stimulating neutrophil ADCC (24.2%, n = 8, P < 
0.001) and <V generation (28.9%, n = 12, P < 0.001), 
and eosinophil ADCC (21.0%, n = 4, P < 0.001). The 
double substitution GM-CSF(Ala20 Ala21) was also less 
potent than WT GM-CSF at stimulating neutrophil ADCC 
(17.0%, n = 6, P < 0.01) and <V generation (7.5%, n 
= 1 1, P < 0.001). In addition, GM-CSF(AIa2 1 ) and GM- 
CSF(Ala20 Ala21) failed to stimulate 50% of WT GM-CSF 
day 14 GM colonies at the highest concentrations tested 
(100 ng/ml). 

Singh amino acid substitutions of Gfu21 
Having identified residue 21 as important for several 
biological properties of GM-CSF, a series of single 
substitutions were carried out to replace Glu2 1 with amino 
acids of different hydrophilicity and polarity. The amino 
acids introduced were aspartic acid (hydrophilic, acidic), 
glutamine (hydrophobic, neutral), serine (hydrophilic, 
neutral), alanine (hydrophobic, neutral), arginine 
(hydrophilic, basic) and lysine (hydrophilic, basic). 
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Examination of these GM-CSF mutants for their ability 
to stimulate the proliferation of leukaemic eells showed that 
the substitution of Glu for Asp reduced activity by 4-fold, 
for Ser by 30-fold, for Ala by 80-fbld and for Gin by 
100-foJd. Substitutions with Lys and Arg yielded GM-CSF 
mutants with no activity up to a concentration of 10 ng/ml 
(Figure I A) A titration of these GM-CSF mutants on 
stimulation of monocyte adherence showed similar results, 
with the acidic residue Asp affecting GM-CSF activity the 
least and the basic residues Arg and Lys virtually abolishing 
GM-CSF activity up to a concentration of 10 ng/ml 
(Figure IB). Essentially the same pattern was observed in 
the stimulation of neutrophil generation (data not 
shown). 

Competition binding experiments on neutrophil high 
affinity GM-CSF receptors mirrored the hierarchy of the 
biological data. Using 70 pM ( ,25 i]GM-CSF and the 
different GM-CSF proteins at 30-fold excess the levels of 
competition were 87.9% for WT GM-CSF, 26.1% for 
Asp2I, 23.0% for Ser2l, 18.3% for Ala21, 16.6% for 
Gln21, 14.6% for Arg21 and 7.4% for Lys21. 

Purification and biological activities of GM-CSF with 
substitutions at positions 20 and 21 
To study in more detail the relevance of positions 20 and 
21, GM-CSF(Ala20), GM-CSF(Ala21), GM-CSF(Ala20 
AIa21), GM-CSF(Arg21) and GM-CSF(Ala20, Arg21) were 
purified by affinity chromatography and reversed phase 
HPLC from supernatants of transfected CHO cells. After 
quantitation by amino acid analysis the GM-CSF mutants 
were visualized by Western blot analysis (Figure 2A) and 
silver staining (Figure 2B) to confirm purity and integrity. 
The purified GM-CSF mutants showed similar molecular 
weight heterogeneity, hence degree of glycosylation, to the 
wild-type GM-CSF (Figure 2A and B). 

These purified mutants stimulated the [ 3 H]thymidine 
incorporation of leukaemic cells with different potencies 
While GM-CSF(Ala20) was equipotent to the wild-type 
GM-CSF, GM^SF(Ala21) was 30-fbId, GM-CSF(AIa20 
Ala21) 100-fold and GM-CSF(Arg21) and GM-CSF(Ala20 
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Fig. 1- Titration of GM-CSF mutants containing different residues at oositino 71 fnr th^.v *h.i;»» . i * 

chronic myeloid fartaemia cdb (A) and <o srill^ ^^TX^ (7) Ito^ ^Z^ Z ^T^r^L 1 

shown. Representative experiments are shown with the ban spanning the SEM. ( ^ " (U} ,eslod aI ** cpneentn.t.ons 
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Arg21) 200-fold less potent than wild-type GM-CSF 
respectively (Figure 3A). 

Stimulation of mature cell function showed a similar 
hierarchy and relative potencies in the stimulation of 
monocyte adherence and neutrophil Oj" production. On 
monocyte adherence GM-CSF(AJa21) was 30-fold less 
potent than wild-type GM-CSF and GM-CSF(AJa20), while 
GM-CSF(Ala20, Ala21), GM-CSF(Arg2I) and GM- 
CSF(Ala20, Arg21) were ~ I00-, 200- and 200-fold less 
potent respectively (Figure 3B). On neutrophil Oj" 



production GM-CSF(Ala20), GM-CSF(Ala21), GM- 
CSF(Ala20, Ala21) t GM-CSF(Arg21), GM-€SF(Ala20, 
Arg21) were 10-, 100-. 200- and 200-fold less potent than 
wild-type GM-CSF respectively (Figure 4A). 

In competition binding experiments on the neutrophil high 
affinity GM-CSF receptor, GM-CSF(Ala20) was 3-fold, 
GM-CSF(Ala21) 40-fold, and GM-CSF(AIa20, Ala2l), 
GM-CSF(Arg2I) and GM-CSF(Ala20, Arg2I) > 100-fold 
less effective than wild-type GM-CSF at competing for 
[ ,25 I]GM-CSF binding (Figure 4B). 
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Fig. 2. Western blot analysts (A) and silver staining (B) of GM-CSF mutants after purification by affinity chromatography and HPLC After 
quantitation by amino add analysis 200 ng of protein was loaded per track and electrophorescd on a 123% polyacrylamidc— SDS get. In (A) GM- 
CSF protein was Visualized by using a sheep antibody to human GM-CSF followed by a biotinylated rabbit ami-sheep antibody and developing the 
reaction with djanunobenzidine. In (B) the same amount of purified GM-CSF protein was visualized by silver staining. The different lanes contain 
WT GM-CSF (lane I), GM-CSF(Arg2 1 ) (lane 2). GM-CSF(Ala20. Arg2l) (lane 3), GM-CSF(Ala20) (lane 4), GM-CSF(AIa2l) (lane 5). GM- 
CSF(Ala20, Ala2l) (lane 6) and WT GM-CSF (lane 7). 
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Fig. 3. Titration of purified GM-CSF proteins. WT GM-CSF (□). GM-CSF(Ala20) (A). GM-CSRAU2I) (□). GM-CSRArg2l) (•), GM- 
CSF(Ala20 AU2I) (■) and GM-CSF(Ala20. Arg2l) (A), for their ability to stimulate the pHJthymidinc in(x>rporati6n in chronic myeloid ieukacmic 
cells (A) and to stimulate monocyte adherence (B). Representative experiments are shown with the bars spanning the SEM. 
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Fig. 4. Comparison of purified GM-CSF mutants for their ability to stimulate Dcutrophfl superoxide production (A), and lo compete for the binding 
of yeast-derived ,25 Habelled GM-CSF to the high affinity GM-CSF receptors of neutrophils (B). The GM-CSF mutants used were as described for 
Figure 3. Representative experiments are shown with the bars spanning the SEM. 
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Fib 5. Competition of yeast-derived ( ,25 !JGM-CSF binding to monocytes by GM-CSF(Arg2 1). (A) Binding curve with different concentrations of 
l ,fl IJGM-CSF in me presence of 100-fold excess GM-CSF \0) or 35-fold excess purified GMrCSF(Arg21 ) <•). Specific counts for each duplicate 
determination are shown. (B) Scrtrhard analyses of the experiment in (A) showing the competition in the presence of GM-CSF (O) or GM~ 
CSF(Arg2I) (•)- The mean values ate plotted. Incubation was for 16 b at 4*C- 



Diff&endai binding of GM-CSF(Arg21) to high and 
low affinity GM-CSF receptors 

Although the experiments described above showed that 
Ghi2l was important for several biological activities of GM- 
CSF and for high affinity binding, they did not distinguish 
whether binding to the low affinity receptor was also affected 
and as such could not discriminate which type of receptor 
was responsible for function. To address this question we 
selected the GM-CSF(Arg2I) mutant which had been shown 
to be one of the weakest GM-CSF analogues. Purified GM- 
CSF(Arg2l) was tested for its ability to inhibit GM-CSF 
binding to high and low affinity receptors by using human 
monocytes which express both types of receptor (Elliott 



eta!., 1989). A binding curve using increasing 
concentrations of { ,25 IJGM-CSF was performed in the 
presence of 35-fold excess purified GM-CSF(Arg21). This 
experiment revealed that GM-CSF(Arg2I) slightly inhibited 
the binding of low concentrations of [ l25 I]GM-CSF (high 
affinity binding) and strongly inhibited the binding of high 
concentrations of f l25 IJGM-CSF flow affinity binding) 
(Figure 5A). The percentage levels of inhibition by GM- 
CSF(Arg21) for each concentration of [ l25 l]GM-CSF were 
13.7% (50 pM), 26.2% (100 pM), 35.6% (250 pM), 37.2% 
(500 pM). 58 4% (1 nM). 68.7% (1.5 nM) and 71.2% 
(2 nM). Scatchard transformation of these data showed that 
GM-CSF(Arg21) eliminated GM-CSF low affinity binding 
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Fig. 6. Competition of Ecofi-<terived [ ,ts I]GM-CSF binding to (A) COS cdk transfected with the low affinity or-chain of the human GM-CSF 
receptor, and to (B) purified human neutrophils by increasing concentrations of (O) WT GM-CSF or (O) GM-CSF(Arg2l). Binding was for 3 b at 
4*C to (A) 1 x 10* transfected COS cdk with 6 nM [ l25 I]GM-CSF or (B) L5 x IC^ neutrophils with 2 nM l ,25 I}GM-CSF. 



while slightly decreasing the number of high affinity sites 
(Figure 5B). 

To confirm the ability of GM-CSF(Arg21) to distinguish 
between high and low affinity receptors experiments were 
carried out using COS cells transfected with the GM-CSF 
low affinity a-chain of the GM-CSF receptor (Gearing et a!. , 
1989) and neutrophils as controls. The results showed that 
the binding of GM-CSF(Arg21) to low affinity GM-CSF 
receptors was indistinguishable from mat of wild-type GM- 
CSF (Figure 6A) and that GM-CSF(Arg21) was 3C0-fold 
less potent than wild-type GM-CSF at competing for 
neutrophil high affinity receptors (Figure 6B). 

iMscussion 

We have performed a structure — function analysis of human 
GM-CSF by using site-directed mutagenesis and multiple 
biological and binding assays. Our results show that residue 
21 of GM-CSF is important for GM-CSF function including 
proliferation, differentiation and mature cell function. We 
also report that residue 21 is implicated in binding to high 
affinity as opposed to low affinity GM-CSF receptors thus 
linking high affinity binding with the multiple functions 
examined. Significantly, substitution of Glu21 with Arg 
greatly decreased binding so high affinity receptors but 
regained the c^Kciry tobMto^ 

suggesting that residue 21 is involved in binding to the 0- 
chain of the GM-CSF receptor. 

Residue Gln20 appeared not to be critical in that GM- 
CSF(Ala20) exhibited the same biological activity as the 
native GM-CSF. This is in agreement with other experiments 
in which a mouse— human hybrid GM-CSF molecule 
containing a mouse sequence between amino acids 
1 -20 was found to be fully active (Kaushansky et a/., 1989; 
Shanafelt et aL 9 1991), thus showing that a change from 
Gln20 to the mouse equivalent Lys20 does not alter GM- 
CSF activity. However, the finding that GM-CSF(Ala20) 
had a slightly impaired capacity to compete for high affinity 
binding (Figure 4B) and the fact that GM-CSF(AIa20, 
Ala2 1) was less active than either GM-CSF(Ala20) or GM- 
CSF(Ala21) suggest some contribution by Gln20 to the 
activities of GM-CSF. 

In contrast to GIn20, substitution of GIu2 1 by amino acids 



of different hydrophilicity and polarity significantly affected 
the potency of GM-CSF. Biological analysis of these mutants 
showed that the substitution of an acidic (Glu) for another 
acidic (Asp) residue caused the least change of activity while 
substitution by basic residues (Arg, Lys) caused the biggest 
reduction in GM-CSF activities. The other substitutions, 
either hydrophilic uncharged or hydrophobic, exhibited 
mtermediate potency. 

These series of substitutions suggest that Glu at position 
21 is critical for GM-CSF activity and its acidic nature is 
important for binding to the high affinity GM-CSF receptor 
or in maintaining an appropriate tertiary configuration. In 
view of these results it is tempting to speculate that Glu2 1 is 
part of a GM-CSF binding site or close to residues involved 
in it, a notion supported by predictive conformational studies 
suggesting that Glu21 lies in the external face of the first 
or-helix (Parry et a/., 1991). However, despite the fact mat 
single point mutations can be more revealing than antibody 
molecules (which are six times the size of GM-CSF) or 
deletion mutants, the possibility cannot be ruled out that the 
mutations we made have induced a conformational change 
in GM-CSF. Nevertheless the fact that GM-CSF(Arg21) was 
equipotent to WT GM-CSF in competing for low affinity 
binding would argue against the latter possibility. 

An importana & with these GM-CSF mutants was 
the dcmonstralio?Ti ihatt all the activities of GM-CSF tested 
were affected. Examination of GM-CSF mutant-mediated 
stimulation of cell proliferation showed the same hierarchy 
as for stimulation of neutrophil and monocyte function. In 
competition binding experiments the order in which these 
mutants inhibited the binding of [ l25 I]GM-CSF to the high 
affinity receptor of neutrophils paralleled their bioactivity. 

Whilst these studies focused on the 14-24 region of GM- 
CSF there seem to be other regions in the GM-CSF molecule 
also important for activity. The fact that a chemically 
synthesized GM-CSF peptide spanning residues 1—53 was 
not sufficient for activity (Clark-Lewis et a/., 1988) suggests 
a second region of importance in the C-terminus. This region 
appears to extend between residues 77 and 94 as shown with 
human— mouse GM-CSF chimeric molecules (Kaushansky 
et a/., 1989; Shanafelt et a/., 1991), and inhibitory mono- 
clonal antibodies that recognize this area (Brown et al., 1990; 
Nice et a/., 1990). In addition the involvement of regions 
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40-77 and 110-127 has also been suggested based on 
inhibitory studies using monoclonal antibodies (Nice et aL, 
1990). 

Although mainly two regions of GM-CSF, encompassing 
residues 14—24 and 77-94, appear to be involved in 
binding and bioactivity they both need to be preserved for 
full activity. Neither the peptides 1—53 (Clark-Lewis et al., 
1988; Gamble et al., 1990), 54-127 (Clark-Lewis et a/./ 
1988; Gamble et al., 1990) nor 86-93 (Nice et aL, 1990) 
expressed agonistic or antagonistic activity when used 
separately. These results suggest that either both regions are 
adjacent in the tertiary structure, forming a single binding 
site, or that they bind separately to distinct binding sites of 
the GM-CSF receptor. Our results with GM-CSF(Arg21) 
showing impairment of binding to high but not low affinity 
receptors (Figures 5 and 6) argues for the presence of two 
binding sites and suggests that Glu21 is involved in binding 
to the 0-chain (or a third member of the GM-CSF -receptor 
complex) but not to the a-chain (Figure 7). 

We note that GM-CSF belongs to a family of related 
cytokines with similar predicted tertiary configuration (Parry 
et al., 1988) and whose receptors also belong to a common 
family (Gearing et al., 1989; Bazan 1990). Our model with 
GM-CSF (Figure 7) may apply to other molecule members 
of this family, in particular IL-3 and IL-5, both of which 
have a glutamic acid at positions 22 and 10 respectively 
which are predicted to lie in the external face of the first 
a-helix (Parry et al., 1991). Appropriate changes in this 
region may alter the binding and function of these molecules 
in a similar way, particularly as the 0-chain of the GM-CSF 
receptor appears to be part of the high affinity IL-3 and 
IL-5 receptors (Lopez et al., 1990, 1991; Kitarriura et al., 
1991b; Tavernier et al., 1991). 

An important implication of the differential binding to high 



and low affinity GM-CSF receptors by GM^CSF(Arg21) is 
that such a mutant, despite having greatly reduced potency 
at stimulating high affinity receptor-mediated functions, 
would be expected to fully occupy and activate low affinity 
receptor-mediated functions. The low affinity receptor may 
mediate proliferation signals in some cases as suggested by 
the relatively high concentrations of GM-CSF required for 
stimulation of [ 3 H] thymidine incorporation in monocytes 
(Elliott et al., 1989) and in particular by the ability of nM 
but not pM concentrations of human GM-CSF to stimulate 
the proliferation of mouse FDCP1 cells transfected with the 
low affinity human GM-CSF receptor or-chain (Metcalf 
et al., 1990). However, in a similar system but which used 
instead transfected CTLL cells, the a-chain alone was 
insufficient to allow proliferation (Kitamura et al., 1991a) 
and evidence has been presented that interaction with the 
0-chain across species is required for signalling even though 
high affinity binding is not observed. 

The latter experiment emphasizes a potential therapeutic 
use for molecules similar to GM-CSF(Arg21), namely their 
capacity to act as antagonists in situations where die low 
affinity or-chain provides binding but is incapable of 
generating cellular signals. Since binding to the a-chain as 
well as the 0-chain is required for high affinity binding and 
signalling, GM-CSF(Arg21) may pave the way for the 
engineering of mutants that have totally lost their ability to 
interact with the high affinity receptor but which by retaining 
their ability to bind to the a-chain can antagonize the effect 
of native GM-CSF. Such antagonists, either as monomers 
or dimers, could have useful clinical applications in situations 
where the presence of GM-CSF can exacerbate inflammation 
(Koyanagi et at., 1988) or lead to tumour cell growth 
(Baldwin et al., 1989; Dedhar et al., 1988; Berdel et al., 
1989). 
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fflg. 7. Proposed model of GM-CSF interaction with the a- sod 0<hains of the GM-CSF receptor to accommodate the biological and binding data. 
On the left, binding to both the or- and 0-chain of the GM-CSF receptor is shown. The triangular symbol in GM-CSF signifies a distinct structure 
(probably contributed to by helix D and the loop joining helices C and D) binding the a-chain, and the semi-circular structure, ihe critical 
cxmtrawtion of Glu2I to the /3-chain binding. The complex gives high affinity binding and rail function. On the right. GM-CSF(Arg2l) mutant is 
shown with an intact interaction with Ihe a-chain (thus giving low affinity binding) but impaired interaction with the 0-chain. The possibility that the 
a-cham by itseir is able to stimulate some function in some cells is also indicated on this diagram. 
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(Materials and methods 

Site-dcrected mutagenesis and expression vector constructs 
She-directed mutagenesis of a human GM-CSF cDNA clone kuafly provided 
by Dr S.Clark (Genetics Institute. Cambridge, MA), was performed in phage 
MI3 as described (ZoHcr and Smith. 1984) with mutant plaques being 
screened by the 3 M tetrarnethyl ammonium chloride procedure (Wood 
et at.. 1985). The presence of the correct mutation was confirmed by chain 
termination sequencing (Sanger et a/. . 1977) using a Sequenase Kit (United 
States Biochemical. Cleveland. OH). The mutant GM-CSF cDNAs were 
then excised from the M13 clones RF DNA and subdoned into the transient 
mammalian expression vector pJL4 (Gcugh et at.. 1985). Several mutant 
GM-CSF cDNAs were subsequently subdoned from the pJGM constructs 
into the neomycin selectable, mammalian expression vector pRSVN.07 (gift 
from Dr A-Rcbbins, Department of Bfochanistry. University of Adelaide). 
AO plasmid constructs were sequenced at the site of the mutation prior to 
transection (Chen and Seeburg. 1985). 

Transfection of GM-CSF and its analogues 
Transient transections in COS cells. COS cells were grown to 50-70% 
confluence in Dulbccco's Modified Eagle's medium (DMEM) containing 
20 mM HEPES. penicillin, gentanucin and supplemented with 10% fetal 
calf serum (FCS). DNA constructs were introduced into COS cells by 
electroporation using a Bio-Rad Gene Pulser (Chu et at., 1987). For each 
transection 20 ?g of DNA. 25 ug sonicated salmon sperm DNA and 30 pi 
FCS were mixed with 5 x I CT COS cells in 0.5 ml of 20 mM HEPES- 
-buffered sal me containing 6 mM glucose. After a 24 h incubation the medium 
was replaced with FCS- free DMEM and incubated for a further 72 h before 
the conditioned medium was harvested and assayed for GM-CSF protein. 

Permanent transfections in CHO cells. CHO cells were grown to -80% 
confluence in Hams F12 nutrient mixture containing penicillin, gentanucin 
and supplemented with 10% FCS, DNA constructs were introduced into 
CHO cells by electroporation after mixing 10 pg of pRSVNGM plasmid 
DNA with 5 x 10* CHO cells. 24-48 h after transfection selective 
F12 media containing genet icin (Gibco Laboratories) was edded to the cefls. 
Maximally expressing individual geneticuvresistant CHO colonies were 
selected and used to produce GM-CSF or mutant analogues. 

VlsusSzetkm of mutant GM-CSF protein 

GM-CSF-contaming COS cell supernatants and purified GM-CSF protein 
was size-fractionated by SDS- 12.5% PAGE (L^emnrfi. 1970), For Western 
•blot analysis, protein was transferred to nitrocellulose as described (Towbtn 
et at.. 1979). Filters were probed with a sheep anti-GM-CSF (gift from 
Dr S.Clark. Genetics Institute. Cambridge. MA) followed by a second layer 
of biotinytated rabbit anti-sheep IgG. After a further incubation with an 
avidin-ototinylated horseradish peroxidase conjugate, the complex was 
visualized using a diamirtobenzidirte substrate solution. For silver staining, 
the method of Morrissey (1981) was used. 

Quantitation and purification of GM-CSF protein 
The amount of GM-CSF protein present in COS cell supernatants was 
quantitated by a radioimmunoassay (RIA). Some mutants were selected for 
purification and quantitation by amino acid analysts. 

RIA. A competitive RIA was developed using '^labelled human GM- 
CSF and o polyclonal sheep anti-GM-CSF serum (gift from Dr S Oarfc. 
Genetics Institute. Cambridge. MA). GM-CSF modified by the addition 
of an extra tyrosine in the N-tenninus (gift from Dr L-S.Parfc. Imrmmcx 
Corp.. Seattle. WA) was labdled as described below. COS cdl supemzaants 
150 pi) were incubated with sheep anti-GM-CSF scrum (50 pi of 
1:40.000 dilution). After 4 h incubation at 4'C. 0. 1 ng of | V *IJGM<5F 
was added for a further 16 h before edding 100 pi of reconstituted anti- 
sheep Imiramobcad reagent (Bio-Rad Laboratories. Richmond. CA) for 4 h. 
The mixtures were then washed twice with phosphate-buffered saline (PBS), 
the pdlet resuspended in 200 pi of PBS and transferred to 3DT tubes for 
counting in a gamma-counter (Packard Instrument Company. Meriden. CT). 
The amount of GM-CSF protein was calculated from a standard curve 
constructed with known amounts of GM-CSF. 

Protein purification and amino acid analysis. GM-CSF protein in the 
supernatants of CHO cell lines permanently transfected with selected GM- 
CSF mutant cDNA was purified using an affinity column containing the 
monoclonal antibody LMM 1 1 1 attached to Sepharose beads (Ceben et at., 
1988). Further purification was achieved by reversed phase HPLC and the 
resulting GM-CSF protein quantitated by amino acid analysis as described 
(Cebon et at., 1990). This procedure also calculated the GM-CSF mutant 
preparations to be >99% pure. 



Stimulation of haemopoSetic ceff prcSferaoon 
Two types of assay were performed. 

Cotony assay. This assay measured the clonal proliferation end differentsztrcn 
of bone marrow progenitor cdls in semi-solid agar and was carried out 
as described (Lopez et at.. 1988). 

Proliferation of chronic myeloid leukaemic (CML) ceils. Primary CML cefls 
from one patient were selected for their ability to in corporate (Hljthymkfine 
in response to GM-CSF. This assay was performed as described (Lopez 
et at.. 1988). 

Functional activation of human granulocytes and monocytes 
Antibody-dependent cell-mediated cytotoxicity (ADCQ assay* Neutrophils 
and eosinophils were purified on Metrizamide (Nyegaard, Oslo) and tested 
against antibody-coated. "Cr-labelled P8 1 5 cells coupled with 
trinitrophenyl as previously described (Vadas et of.. 1983). 

Superoxide anion production assay. This was carried out as described 
previously (Lopez et at.. 1986). 

Monocyte adherence. Monocytes were purified from the peripheral blood 
of normal donors obtained from the Adelaide Red Cross Transfusion Service, 
as previously described (Elliott et at.. 1990). Stimulation of monocyte 
adhesion by GM-CSF was measured by an isotoptc method essentially as 
described (Elliott et at., 1990). In each assay the concentration of GM-CSF 
protein giving 50% maximal response was determined and the relative 
potency calculated by dividing the ccocettrauon of WT GM-CSF giving 
50% stimulation by the conce nt ration of mutant GM-CSF protein giving 
50% stimulation and multiprying by ICQ. In some cxperintents the geometric 
mean from several e xperi ments was calculated and statistical significance 
between values from different mutants determined by a paired / test. 

Radioreceptor assay 

kodiosodination of GM-CSF. Yeast-derived human GM-CSF (gift from Dr 
L Parte. Immunex Corporation. Seattle. WA). or Escherichia co/t-derived 
human GM-CSF was radioiodinated by the ICI method (Contieras et at., 
1983). Iodinated protein was separated from free 125 1 by chromatography 
on a Sephadex G-25 PD 10 column (Pharmacia. Uppsala. Sweden) 
equilibrated in PBS containing 0.02% Tween 20. and stored at 4*C for 
up to 4 weeks. Before use. the iodinated protein was purified from Tween 
and non-protoin- a sscciated radioactivity by cation exchange chromatography 
on a 0.3 ml CM-Sepharose CL-6B column (Pharmacia) and stored at 4 °C 
for up to 5 days. The radiotabdted GM-CSF retained >90% biological 
activity as judged from titration curves using non- iodinated GM-CSF as 
controls. 

Competition binding assays. Competition for binding to high affinity receptors 
used freshly purified neutrophils which express only this type of receptor 
(Gasson etat.. 1986). The cells were suspended in binding medium 
consisting of RPMI 1640 supplemented with 20 mntol/t HEPES, 0.5% 
bovine serum albumin (BSA) and 0.1% sodium azide. Typically, equal 
volumes (50 pi) of 4 x 10* neutrophils. 70 pM iodinated GM-CSF. and 
different concentrations of GM-CSF and GM-CSF analogues were mixed 
in siliconized glass tubes for 3 b at 4°C. Competition for binding to high 
and low affinity GM-CSF receptors used human monocytes which express 
both types of receptor (Ellkm et of.. 1989). Equal volumes (50 pi) of cdls 
(2 X Itify wdmated GM-CSF at oOTerertj ccukje>Uii6ba^".^ ICO-fbSd 
excess wad-type GM-CSF to establish nc>*pecific cmding. cr 35^d excess 
GM-CSF(Arg21) were mixed together for 16 h & 4X befece centrifugal 
of the cdls over a cushion of FCS as above. Specific counts were deternuned 
by first subtracting the counts obtained in the presence of excess wild-type 
GM-CSF. Competition for binding to the low affinity GM-CSF receptor 
was performed using COS cells transiently transfected with a GM-CSF 
receptor cDNA done as described (Gearing et at.. 1989). To 10* COS cells 
6nM of Elcofr-derived j ,25 IJGM-CSF were added in the presence of 
different concentrations of wild-type GM-CSF or GM-CSF(Arg2 1) for 3 h 
at 4°C. In each case cdl suspensions were overlaid on 0.2 ml FCS at 4°C. 
centrifuged in a Becbnan Mtcrofuge 12. and the tip of each tube containing 
the visible cell pdlet cut off and counted in a gamma counter. In the case 
of monocytes the results are expressed in the form of equilibrium binding 
data and Scatchard transformation of these data as described (Scatchard. 
1949). 



Acknowledgments 

We would like to thank Mrs Man Walker and Barbara Meakins for excellent 
secretarial assistance. S.Bdtrame. J.Eglinton. J Hal sal I and P.Dyson for 



915 



A-FXopez at si. 



excellent technical assistance, and DrsJooaihan Ccbon and Richard Simpson 
for help with the purification and quantitation of GM-CSF mutants.. This 
wort was supported by grants from NH and MRC of Australia and by NIH 
grants CA 45822 and CA 22556. 

References 

Antman.K.S.. Griffin J.D.. EIias,A.. Socinski,M.A.. Ryan,L.. 

CarmistraJS-A.. OcttcJ>^ Whitley >4 .'. FretJE. and Schroppcr.LE. (1988) 

N. Engl /. Med.. 319. 593-598. 
Baldwm,G.C., GassooJ.C. Quan^.G.. FleisdunannX. Wdsbait,R-. 

OctteJX, MksuyasuJtT. and Gotde.D.W. (1988) Proc. Nad. Acad. 

ScL USA. *S. 2763-2766. 
BaMwm.G.C, GassooJLC.. Katrfrnan^.E., QuaiuS.G.. WffliamsJLE.. 

Avak»3JL. GaxdarjVP.. GoldeJ).W. and tXBusx>J.F. (1989) Blood. 

73, 1033-1037. 
BazanJ-F. (1990) Immunol Today. II. 350-354. 
Berdd,W.E. Danhauser-Reidl,S.. Stemhauser.G. and WimonJE-F. (1989) 

M 73, 80-83. 
Brown,CB., Hatt.CE., Curus.D.M.. Bailey .M.C. and Kaushansky.K. 

(1990) J. Immunol. 144, 2184-2189. 
CebonJ., Dempsey,P., Fox.R.. Kannourakis.G., Bonncm.E., 

Burgess.A.W. and Morstyn.G. (1988) Blood. 72. 1340-1347. 
CebonJ.. NicoW*.. Ward.M.. Gardner X. Dempsey.P.. LaytonJ.. 

Duhrsen,U., Burgess A.. Nice,E. and Morstyn.G. (1990)/: BioL Chan.. 

265, 4483 -4489. 
Chen,E.Y. and S«burg.P.H. (1985) PAH. 4, 165-170. 
Chu.G.. Hayakawa,H. and Berg,P. (1987) NucUic Acids Res.. 15. 

1311-1326. 

Clark-Lewis,!., LopezJV.F., To,L.B., Vadas,M.A., SchraderJ.W., 
Hood.UE, and Kent^S.B.H. (1988) J. Immunol.. 141, 881-889. 

Contreras^M.A., Bale.W.F. and Spar.IL. (1983) Methods Enzymoi.. 92, 
277-292. 

Dedhar^., Gaboury.L., Galloway ,P. and Eaves, C. (1988) Proc. NatL 

Acad ScL USA. 85, 9253-9JS7. 
EIliott.MJ., Vadaa.M.A.. Eglinton.J.M.. Park.L.S., To,L.B. t 

OeiandJLG.. Oark^.C. and LopezjU 7 . (1989) Blood. 74, 2349-2359. 
EHk*t,MJ. t Vadas.Mj\., Odand.L.G.. Gamble.J.R. and Lopez J\.F 

(1990)/. Immunol. 145. 167-176. 
GambJeJJt., Effiott,MJ.. JaipargasJE., Lopez, A.F. and Vadas.M.A. 

(1989) Proc Nad. Acad. Scu USA. 86, 7169-7173. 
Gamble,J.R., RandXH., LopezA-F., Oark-Lewis.L and Vadas.M.A 

(1990) Exp. HematoL. 18. 897-902. 

GassonJ.C. Weisbart.R.H.. Katifrnan.S.E., Clark.S.C, Hewtck.R.M.. 

Wong.G.G. and Golde.D.W. (1984) Science. 226, 1339-1342. 
GassonJ.C, Kaufman,S.E., Weisbait.R.H.. Toraonaga.M. and 

GokfcJXW. (1986) Proc. NatL Acad. Set USA. 83. 669-673; 
Gearing.D.P.. King^.A.. Gough.N.M. and Nicola,N.A. (1989) EMBO 

/.. 8. 3667-3676. 
Gough,N.M.. MetcalfJ>., GoughJ.. Grail.D. and Dunn^AR. (1985) 

EMBO J.. 4. 645—654. 
GrabstemJCH., UrdaUXL.. Tushinsky JU.. Moduzuld.D,Y., PriocV.L.. 

Cantrefl.M.A.. Gfflis^. and CbnlonJU. (1986) Science. 232, 506-508. 
GroopfnanJ.E., Mitsuyasu.R.T., De Lep.M J . Oette.D.H, and 

Golde,D. W. <1987) N. EngL * Me*. 311. m^W. 
KayashidaJC . Kjtainura.T . GbnranJ> M., AraiJC. Yokota.T and 

Miyapma,A. (1990 Proc Natl Acad. Set. USA. 87. 9655 -9659 
KaushanskyJC.. Shoemaker .S.G., A!faro.S. and Brown.C. (1989) Proc. 

Nad. Acad ScL USA. 86. 1213-1217. 
Kitamura.T-. HayashidaJC. SakamakiJC.. Yokota.T.. Arai.K. and 

Mtyajirna.A. (1991a) Proc Natl Acad. ScL USA. 88. 5082-5086. 
KitamuraX. Sato,N.. AraiJC.-I. and MiyajimaJV. (1991b) Cell. 66. 

1165-1174. 

Koyanagi.Y.. 0*Brien.W.A.. ZhaoJ.Q.. GoldeJXW.. GassonJ.C. and 

C3ien.LS.Y. (1988) Science. 241. 1673-1675. 
LaemraJi.U.K. (1970) Nature. 2Z7. 680-685: 

Lopez,A.F.. WUIiamson.DJ.. Gamble JR.. Bcgtey.C.G.. Harlan J.M.. 

KJebanotT.S., WaJtersdorph^., Wong.G.. Clark .S. and Vadas.M.A. 

(1986) /. Clin. Invest.. 78, 1220- 1228. 
Lopez^.F., Dyson J>.G.. To^B.. Elli6tt,M J., MQtonS.E., RitssdU-A.. 

Juttner.C A. . Yang, Y.-O. Clark.S.C- and Vadas. M . A. (1988) Blood. 

72. 1797-1804. 

Lopcz^.R, Eglintoo J.M . LyonsJV.B.. Tapley J>.M.. ToJLB.. Park,LS.. 

Oark^.C. and Vadas.M-A. (1990) /. CeiL PhysioL. 145, 69-77. 
Lbpez^.F;. Vadas.M.A.. WoodcocM . Mtlton^.E.. Lewis.A.. 

Elliott.M.J.. GMIis.D.. lrdahd;R.. OlweU.E. and Park.US. (1991) /. 

BioL Chem. . 266. 2474 1 -24747. 



Metcalf,D.. Bcgley.C.G., Johnson,G.R., Nicola,Nj\.. VadasJrtJV.. 

Lopez^.F., WmiamsooJ) J.. Wong.G.G.. Clark^.C. and WangJEJV. 

(1986) Blood. 67, 37-45. 
Metcalf,D., NicoU,N.A.. Gearing. D P. and Cough, N.M. (1990) Proc. 

Nad. Acad. ScL USA, 87,4670-4674. 
Morrissey^.H. (1981) Anal. Bwchem.. 117, 307-310. 
Nice.E., Dempsey.P.. LaytonJ.. Morstyn.G.. Cui.D.F., Simpson.R.. 

Fabri.L. and Burgess,A. (1990) Growth Factors. 3, 159-169. 
PanyJ>.A.D.. Minasian.E. and Uach^J. (1988) /. Mol. Recogn.. 1. 

107-110. 

Parry JDJi.D.. Minastan,E. and Leach^SJ. (1991) /. Mol Becogn.. 4, 
63-75. 

Sanger. F.. Nickfcn^- and CbvlsonJLR. (1977) Proc. Natl Acad Set. 

ISA. 74, 5463-5467. 
Scatchard,G. (1949) Arm. NY Acad ScL. 51. 660-672. 
Shai»fett^B.,JohnsonXE.andKastd^ BioL Chem., 

266. 13804-13810. 
SierT.CA.. Emersoo^.G., DonahueJLE., Nathan.D.G.. WangJEJU 

Wong.G.G. and Oark^.C. (1985) Science. 230. 1171-1173. 
TavernicrJ., Devosjt. Comdis.S., Tuypens.T., Van der HeydenJ.. 

Rers,W. and r1aetinck,G. (1991) Cell. 66, 1175-1184. 
Towbtnji. Staeheun.T. and Gordon^. (1979) Proc. Nad. Acad ScL USA. 

76. 4350-4354. 

Vadas,M.A.. NicoU,N.A. and Metcalf.D. (1983) /. Immunol., 130, 
795-799. 

Wood,W.I.. Gitschier^.. Lasky.L.A. and Uwn.R M. (1985) Proc. Nad 

Acad. ScL USA. 82. 1585-1588. 
Zoucr,MJ. and Smith.M- (1984) DNA. 3. 479-488. 

Received on September 26. 1991; revised on December 16. 1991 

Note added in proof 

ShanafeU et al [EMBO J. , 10, 4105-41 12 (1991)] have recently shown 
that the amino terminal helix of GM-CSF governs high affinity binding. 
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GrEuaulocyte-macjropbage colony-stomulating factor 
<GM-CS]F) is a glycoprotein remoiredl for the prolifer- 
ation and differentiation of granulocyte and macro- 
phage precursors. Previous investigations have iden- 
tified regions in human and murine GM-CSF that are 
required for inactivity. In the present study, alanine 
substitution mutagenesis was undertaken to define 
more precisely specific amino-terminaB residues in mu- 
rine GM-CSF that are involved in bioactfivity and 
receptor binding. Five double alanine mutants were 
identified that showed at least 10-fold reductions in 
bioactivity (K-14AK20A, K14AE21A, M15AK20A, 
H15AE21A, K20AE21 A). Each of these mutants main- 
tained a normal N- linked glycosylation. pattern when 
expressed in COS-1 cells, suggesting that native poly- 
peptide backbone conformation was preserved. The 
purified prokaryotic expression products of two mu- 
tants (KU4AE2HA and B16AE21A) had a 100-fold de- 
crease in bioactivity and a decrease in receptor bind- 
ing, indicating that the side chains of K14, £315, and 
E2JL are required for optimal receptor binding and 
maximal bioactivity. 



Granulocyte-macrophage colony-stimulating factor (GM- 
CSF) 1 is a glycoprotein required for the proliferation and 
maturation of cells of the granulocyte and macrophage line- 
ages (1). cDNAs for murine and human GM-CSF have been 
cloned, and protein was expressed in both prokaryotic and 
eukaryotic systems (2-6). There is 54% interspecies amino 
acid identity, yet there is no biologic cross-reactivity. Struc- 
ture-function studies to date have identified multiple regions 
throughout murine and human ^ 

normal function (6-15). These studies have utilized two basic 
approaches. In the first, the bioactivity and receptor bmding 
of substitution mutants, deletion mutants, peptides, and in- 
terspecies chimeras were assessed. The second approach has 
been immunologic, utilizing neutralizing monoclonal antibod- 

° This work was supported in part by Grant OA 48648 (to M. B. P.) 
and National Research Service Award HL 08268 (to N. J.M.) from 
the National Institutes of Health and an American Cancer Society 
Faculty Research Award (to M.B.P.). The costs of publication of 
this article were defrayed in part by the payment of page charges. 
This article must therefore be hereby marked "advertisement" in 
accordance with 18 U.SC Section 1734 solely to indicate this fact. 

D To whom correspondence and reprint requests should be ad- 
dressed: TeU 215-898-6856. Fax: 215-898-9921. 

1 The abbreviations used are: GM-CSF, granulocyte- macrophage 
colony-stimulating factor, mGM-CSF, murine GM-CSF; HPLC. high 
performance liquid chromatography. 



ies to map critical epitopes. These analyses have identified 
critical regions which correspond or overlap with predicted cr- 
helices or are located in proposed interhelical loop sequences. 
While these studies have generated a great deal of information 
regarding bioactivity and receptor binding, there has been 
little or no attempt to demonstrate the conformational alter- 
ations caused by the various mutations. Therefore, it is not 
clear if loss in bioactivity results from alteration and/or 
deletion of specific amino acid side chains or secondary con- 
formational changes. 

We have shown previously that //-linked glycosylation can 
be used as an independent measure of conformational changes 
in mGM-CSF mutants. Both human and murine GM-CSF 
have two potential AMinked glycosylation sites. When mGM- 
CSF is produced in a mammalian expression system, the 
predominant species has one N-glycosylation site filled (12). 
In our studies, removal of disulfide bonds or core hydrophobic 
side chains and disruption of a-helices by proline substitution 
mutagenesis caused aberrant glycosylation and usually de- 
creased bioactivity when expressed in COS-1 cells (5, 12). In 
these deletion or substitution mutants, hyperglycosylation 
was present, with both TV-linked glycosylation sites utilized. 
Although not every hyperglycosylation mutant showed signif- 
icantly decreased bioactivity, all mutants with loss of bioac- 
tivity showed abnormal iV-linked glycosylation. More recent 
studies comparing the circular dichroism spectra of the proline 
substitution mutants to GM-CSF show a decreased a-helical 
content in mutants with decreased bioactivity and hypergly- 
cosylation. 2 Since mutations which alter the final folded con- 
formation of mGM-CSF are likely to expose the second N- 
linked glycosylation site, the glycosylation pattern of mGM- 
CSF serves as a sensitive measure of conformational changes 
induced by mutation. 

In the present study, we sought to define further the amino 
acid residues in the putative ammo-terminal cr-helix of mGM- 
CSF that are involved in receptor binding (13, 15). Alanine 
substitutions were systematically introduced, in an effort to 
eliminate the contribution of specific side chains to receptor 
binding, while inducing minimal, if any, alteration of back- 
bone conformation. To assess whether specific alanine sub- 
stitutions did alter secondary or tertiary structure, mutant 
proteins were expressed in COS-1 cells, and the degree of 
glycosylation was analyzed by sodium dodecyl sulfa te-poly- 
acryamide gel electrophoresis. To confirm that loss of bioac- 
tivity was due to reduced receptor binding, selected mutants 
with normal glycosylation were expressed in Escherichia coli, 

*S. Altmann, L. Melton, M. Prystowsky, and B. Erickson. manu- 
script in preparation. 
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purified to homogeneity, and analyzed an both receptor-bind- 
ing competition studies and bioactivity assays. 

The amino-tenninal region of murine GM-CSF (mGM- 
CSF) that inchides amino acid residues 11-23 was selected 
for alanine substitution mutagenesis. This region has been 
shown to be critical for normal function (6-10, 12-15) and is 
predicted to have a-helical secondary structure (7, 8, 16). 
Given that hydrophflic side chains are likely to be exposed to 
solvent (17, 18) and available to interact with cell-surface 
receptors, these residues were targeted for mutagenesis. 

MATERIALS AND METHODS 

Mutagenesis — Site-directed mutagenesis was performed as previ- 
ously described (12). Native murine GM-CSF cDNA was cloned into 
pRJB, and plasm id DNA was propogated in the & coti strain XLl- 
Blue (Stratagene). Site-directed mutagenesis was performed using 
the Amersham oEgonudeotide -directed in vitro mutagenesis system 
(Version % RPN.L523). Oligonucleotides 21-22 bases long, comple- 
mentary to the mGM-CSF cDNA sequence of interest and containing 
the mutant codon of interest, were utilized. Large scale DNA prepa- 
rations were made from transformed E. coli, and plasmids were twice 
banded on CsCl gradients for transfection. The entire coding regions 
of all mutant cDNA were sequenced. Mutants were named as follows: 
the substituted amino add(s) position number(s) are preceded by the 
single initaal(s) representing the native residue(s) and followed by the 
initial (a) of the substituted mutant amino arid(s). For example, the 
substitution of alanines at positions 14 and 15, for lysine and histi- 
dine, respectively, is denoted K14AH15A. 

Protein Expression and Bioactivity Quantitation — Transfection 
was performed using the DEAJB-dextran method, as decribed (12). 
Ten $i% of plasmid DNA were used for each transfection, with dupli- 
cate plates set up to allow for simultaneous production of metaboli- 
cally radiolabeled and nonlabeled protein products. Briefly, following 
24-h incubation of transfected COS-1 cells at 37 *C, the medium was 
aspirated and replaced with 25 ml of methionine-deficient culture 
medium either with or without 100 /iCi/ml of [^methionine (ICN 
Biomedicals Trans^-label, 51006). The supematants were harvested 
after 48 h of additional incubation at 37 *C. 1 ml of radiolabeled 
supernatant was precleared twice with 200 $d of IgSorb (Enzyme 
Center, Maiden, MA). 200 /J of precleared supernatant was mixed 
with 10 pi of polyclonal rabbit-anti-murine GM-CSF, and the com- 
plexes precipitated with IgSorb. Pellets were then resuspended in 
Laemmli running buffer (19), boiled for 2 mih, and the supematants 
were electrophoresed on 15% poly aery 1a mi de gels. Prestained high 
molecular weight markers (BRL) were used as standards. Gels were 
vacuum-dried, and autoradiography was performed. 

16-point 3-fold serial dilution curves from DA3 cell (20) prolifera- 
tion assays were used to calculate the percent COS- 1 -conditioned 
medium for each mutant required for 50% maximal DA3 proliferation 
(12). In these assays, DNA synthesis by the DA3 cell line was reflected 
by (H] thymidine incorporation by cells in 96-well culture plates. The 
y value (counte/min) for 50% maximal stimulation was calculated as 
follows: CL5 X i Vki, - y^.V^mere is the average Y value for 
the upper plateau of the native GM-CSF titration curve, and YU, is 
the average of all modi transfection values. A least squares algorithm 
was used to calculate the a and 6 values for the equation Y = aX b , for 
the linear portion of the native GM-CSF titration curve. Protein 
bioactivity for GM-CSF mutants was then calculated by using the 
least squares algorithm to fit the curve to each of the mutant titration 
curves and calculate the %COS conditioned medium required for 50% 
maximal DA3 stimulation. Bioactivity was defined as 100 x the 
reciprocal of the %COS supernatant at 50% maxima] stimulation. 

Relative immuno reactive protein content of each transfection su- 
pernatant was measured by volume integration of relevant bands on 
scanned exposed Phosphor Image r screens or autoradiograms (Molec- 
ular Dynamics) from immunoprecipitation experiments; Counts from 
the mock transfection were subtracted from all other raw values to 
derive reported values. The quotient of bioactivity/protein content 
for each mutant is the specific activity used for comparison to native 
mGM-CSF. Each experiment was repeated at least twice, and . the 
average values were reported. The total estimated error was approx- 
imately 5-fold, including protein quantitation and bioactivity meas- 
urements (12). 

Prokaryotic Expression— The coding regions of mGM-CSF, 
K14AE21A. and H15E21A were subdoned into the pET3A plasmid 



and expressed in the bacterial host strain BL2l(DE3) pLysS (21). 0.4 
mM isopropy I- 1 - thio-0- D-galectopyrancskie was used for induction of 
T7 RNA polymerase in exponentially growing bacteria. After 3 ad- 
ditional hours of culture at 37 "C, the cells were pelleted and resus- 
pended in lysis buffer A (50 mM Tris-HQ, 2 mM EOT A, 0.1% Triton 
X, pH 8.0). The suspension was sonicated until smooth and centri- 
fuged. The pellet was resuspended in lysis buffer B (50 mM Tris-HCI, 
50 mM NaCl, 1 mM EDTA, pH 8.0) and sonicated on ice. After 
centrifugation, the pellet was resuspended in Buffer B containing 1 
M guanidine HO, and sonication was repeated. This step was repeated 
with Buffer B containing 5 M guanidine HCL Following centrifuga- 
tion. the supernatant containing crude protein was harvested for 
refolding. 

Refolding was performed as previously described for IL-4 (22). 
Crude protein was diluted to a concentration of 0.6 mg/ml in buffer 
B containing 5 M guanidine HO, containing 0.2 mM oxidized and 0.2 
mM reduced glutathione (Sigma). 9 volumes of the same solution 
containing only 0.5 M guanidine HQ was added dropwise over 3-4 h 
at room temperature. The final solution was diaryzed against phos- 
phate-buffered saline for 48 h at 4 *C Purification of mGM-CSF and 
mutants was performed using reverse-phase chromatography (Vydac 
C4 column) with a gradient from 30 to 55% acetonitrile in aqueous 
trifluoroacetic add (0.1%, v/v). GM-CSF and mutants eluted as a 
single peak between 42 and 50% acetonitrile. Collected fractions were 
lybphilized and resuspended in water. Protein quantification was 
performed using UV absorbance spectroscopy at 225 nm and 215 nm, 
with bovine serum albumin standards. DA3 bioactivity assays were 
performed using 2-fold serial dilutions of purified proteins (12). The 
protein content required for 50% maxima) stimulation of target cells 
was calculated as described above. 

Binding A naiysis^ Receptor binding analyses were performed 
using purified prokaryotic expression products. m I -mGM-CSF (400 
Ci/mmol) was radioiodinated using the Bolton-Hunter reagent 
(Amersham). Competitive binding assays were performed with 2 X 
10* acid-washed NFS60 cells using 30 pM m I-mGM-CSF at 4 m C over 
a period of 5 h, and results were quantitated using the Li G AND 
binding program, which permits the resolution of multiple classes of 
binding sites and dissociation constants (23). Under these conditions, 
equilibrium is achieved, and both high and low affinity binding sites 
for mGM-CSF can be detected. 1 The F test was used to discriminate 
between a one- versus a two-site binding model (23). Values of F (and 
p) for a two-site model giving a better fit of the data than a one-site 
model were: mGM-CSF. F - 229 (p < 0.00005); K14AE21A, F ~ 0.95 
ip = 0.42); and H15AE21A, F= 0.22 (p = 0.81). 

RESULTS 

Alanine substitution mutants involving all hydrophilic 
amino acids from residue 11 to residue 23 were constructed, 
using an in vitro oligonucleotide-primed site-directed muta- 
genesis kit (Amersham) and expressed in COS-1 cells (12, 13). 
The relative specific activity of each mutant was calculated 
by quantitating both bioactivity and immunoreactive protein 
concentration from COSH»nditioned media and comparing 
the quotient to that of native mGM-CSF. 

The relative specific activity of each mutant is listed in 
Table L Each of the single alanine mutants retained essen- 
tially native bioactivity. However, five mutants with two 
alanine substitutions had significant reductions in relative 
specific activity (defined as at least a 10-fold reduction in 
relative specific activity). These were K14AK20A (13-fold 
reduction), H15AK20A (28-fold reduction), H15AE21A (160- 
fold reduction), K20AE21A (160-fold reduction), and 
K14AE21A (400-fold reduction). As shown in Fig. 1, each of 
these mutants and native GM-CSF have three major molec- 
ular weight species corresponding to 0, 1, or 2 of the potential 
N- linked glycosylation sites being filled. Densi to metric analy- 
sis of iY-Iinked glycosylation species showed similar distribu- 
tions for each GM-CSF mutant. Within each major species 
there are several potential O-glycosylation forms. While 
K14AK20A showed an abnormal O-linked glycosylation pat- 
tern, previous studies indicated that alterations of O-glyco- 

3 A. B. Shanafeh and R A. Kastekin. unpublished observations. 
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CONCENTRATION (NG/ML) 

Pio, 2. Mutant bioactivity. The coding regions of mGM-CSF, 
K14AE21A, and H15E21A were sobdoned into the pETCA plasnuU 
expressed in the bacterial host strain BL2lfDE3)pLysS (21), and 
purified to homogeneity using reverse-phase HPLC pH]Thynndine 
incorporation, reflecting DNA synthesis by the DA3 cell line (20), is 
presented graphically for each mutant and native mGM-CSF. 
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(competitor], M 

FlG. 3. Competitive binding of doable mutants K14AE21A 
and H15AE21A. Competitive binding assays were performed with 
2 X Mf acid-washed NFS60 cells using 30 pM "H-mGM-CSF. Both 
high and low affinity binding sites for mGM-CSF were detected. 
mGM-CSF (O), Krhigfa = 58 pM (CV = 6%) and Krlow = 7.5 nM 
(CV = 20%); K14AE21A <•), Kt - 5.0 nM (CV = 6%); H15AE21A 
(■)./0»62nM(CV»3%). 

mutants has therefore been reduced at least 100- to 1000-fold, 
suggesting that this defect in binding is responsible for their 
loss of bioactivity. 

DISCUSSION 

The aim of these studies was to identify amino acid residues 
near the amino terminus of mGM-CSF that are necessary for 
cell surface receptor interaction and bioactivity. A multistep 
process was undertaken to screen alanine substitution mu- 
tants. Mutants were first selected based upon a loss of bioac- 
tivity and preservation of conformational integrity as defined 
by analysis of //-linked glycosyiation. Finally, receptor-bind- 
ing analysis was performed on the prokaryotic expression 
products of two mutants which had the greatest loss in bioac- 
tivity and a normal glycosyiation pattern. Both K14AE21A 
and H15AE21A exhibited only a single binding site of low (5 
and 62 dm, respectively) affinity. This represents a decrease 
of the (high affinity) dissociation constant of 100- to 1000- 
fold, indicating that the hydrophilic side chains of Lys-14, 
His- 15, and Glu-21 are necessary for receptor binding and 
maximal bioactivity. It is interesting that H15AE21A has a 
dissociation constant 10-fold lower than K14AE21A, but has 
equivalent bioactivity; this paradox can be resolved only 
through further dissection of all of the components of the 
receptor/ligand complex. However, since the greatest reduc- 
tions in specific activity are observed with double alanine 



substitutions involving Glu-21, it is possible that this charged 
residue, in conjunction with Lys-14 and His- 16, forms a 
dominant site of receptor-ligand interaction. Hie crystal 
structure of human GM-CSF has recently been reported (26). 
Consistent with prior predictions (7, 8, 16), an amino- terminal 
a-hehx is present between residues 13 and 28. In this model, 
the side chains of GIu-14 and Glu-21 are exposed to solvent 
and comprise part of a putative receptor-binding site* Hie 
functional data presented here are consistent with these crys- 
tallographic findings, suggesting structural homology between 
murine and human GM-CSF in this region. Our work and the 
work of others have identified multiple regions of GM-CSF 
as being necessary for receptor binding, bioactivity, and spe- 
cies specificity (5, 6, 8-12, 14, 15); the present study defines 
the side chains in the arnino-terminal a-helix that are critical 
for bioactivity. 
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The high affinity receptor of the cyftoMnn© grammio- 
cyte- macrophage colony-stimulating factor (GM-GSF) 
is a hete rod inner composed of two members of the cy- 
tokine receptor superfamnly. GM-CSF binds to the a- 
subunit (GM-Ra) with How affinity andl to the receptor 
cuS complex (GM-Rotf) with Mgh afffflnifty. The GM- 
:CSF # GM-Ro0 complex is responsibHe for biologicaB ac- 
tivity. Interactions of the N-temsinall helnz of mouse 
.GM-CSF with mGM-Rotf were examined by introduc- 
ing single alanine subsfcitufcionB of hydlrophilic residues . 
■in this region of mGM-CSF. The consequences of these 
substitutions were evaluated by receptor binding, and 
biological assays. Although all mutant proteins exhib- 
ited near wild-type biological activity, most were de- 
fective in high affinity receptor binding. In particular p . 
substitution of Glu-21 with alanine abrogated, high 
affinity binding leaving low affinity binding unaf- 
fected. Despite near wild-type biological activity, no 
detectable binding interaction of this mutant with 
•mGM-Rtf in the context of mGM-Ra^ was observed. 
Cross-linking studies showed an apparent interaction 
of this mutant protein with mGM-Ro0. The deficient 
receptor binding characteristics and. near wild-type 
biological activity of this mutant protein demonstrate 
that mGM-CSF receptor activation can occur inde- 
pendently of high affinity binding, suggesting that con- 
formational changes in the receptor induced by mGM- 
CSF binding generate an active ligand-receptor com- 
plex. 



Granulocyte-macrophage colony-stimulating factor (GM- 
CSF) 1 is a cytokine that stimulates the growth and differen- 
tiation of several cell types of the hematopoietic system XI, 
2). The cBNAs encoding the receptors for both Inm^ and 
mouse GM-CSF have been cloned arid characterized (3-6); 
'both receptors are heterodimers composed of subunits belong- 
ing to the cytokine receptor superfamily (7, 8). The a-subunit 
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1 The abbreviations used are: GM-CSF, granulocyte-macrophage 
colony-stimulating factor, mGM-CSF, mouse GM-CSF; GM-Ra; 
GM-CSF receptor a-subunit; CM ^, GM-CSF receptor 0-subunit; 
GM-M, GM-CSF high affinity receptor; GH, growth hormone; 
hGH. human growth hormone; GH-R, growth, hormone receptor; 
IL-2, -3, -4, and -6, tnterleukins 2, 3, 4, and 6; Epo. erythropoietin; 
HPLC, high-performance liquid chromatography; BS a , bis(sul- 
fosuccintm idyl )subera te. 



(GM-Ra) binds GM-CSF with low affinity (J& -5 X 10"* m) 9 
whereas the complex of GM-Ra and GM-R0 forms the high 
affinity receptor (GM-Raft K, ~5 x 1(T U m) (4, 5/9). Al- 
though GM-R0 does not bind GM-CSF in the absence of GM- 
Ra, GM-CSF does interact directly with GM-R0 in the con- 
text of the high affinity GM-Ro/3 complex (10); formation of 
this complex containing GM-CSF is required for cellular 
signaling (4, 11). 

The structures of human GM-CSF (12), human interleukin 
4 (IL-4) (13, 14), and porcine growth hormone (GH) (15) have 
revealed a unique 4 a-hehcal bundle topology common to 
these cytokines. It is likely that mouse GM-CSF (mGM-CSF) 
is also a member of this structural family. Previous work has 
shown that residues in the N-terminal helix of GM-CSF are 
involved in high affinity binding to GM-Ra/? (10, 16, 17). We 
sought to determine the contribution of individual residues in 
this helix of mGM-CSF to mGM-Ra/9 interaction. Mutant 
mGM-CSF proteins containing single alanine substitutions 
in the N-terminal helix exhibited near wild-type biological 
activity, but showed various defects in mGM-Ra^ binding. 
The mutation Glu-21 to alanine in mGM-CSF abrogated high 
affinity binding and binding interactions with mGM R0 in 
the ligand-mGM-Ra0 complex. The near wild-type activity 
of this mutant suggests that mGM-CSF receptor activation 
leading to cellular signaling can occur in the absence of high 
affinity ligand binding. Our findings suggest that activation 
of mGM-Ro0 may be induced by mGM-CSF binding to mGM- 
Ra via mGM-Ra to mGM~R0 interactions, while high affinity 
binding complements this process to generate a fully active 
mGM-CSF - mGM-Ro0 complex. 

MATERIALS AND METHODS 

Bacterial Host Strains and Vectors—The Escherichia cod K12 
strain JM101 (18) was used as host for the propagation and mainte- 
nance of M13DNA. C2236 (19) used to prepare uraca-BHA for 
use in site-directed mutagenesis. AB 1839 (20) was used as the host 
for expression of wild-type and mutant human and mouse 
proteins. pINHrompH3 (2 1 ) was used as the expression vector for aQ 
GM-CSF genes. Elsewhere, we have described the expression of 
biologically active, mature GM-CSF with this K coli secretory expres- 
sion system (22). 

Mutagenesis, Recombinant DNA, and Sequencing Protocol— Site- 
directed mutagenesis followed the protocol described by Kuniel et at 
(19). Individual clones were sequenced using the dkleoxynuckotide 
method (23) with modifications described in the Sequenase™ (U. S. 
Biochemical) protocol. M13 (replicative form) DNA containing cor- 
rect mutations was cleaved with Xbal and Bam HI (New England 
Biolabs) for cloning into pINHIompH3. 

Preparation and Quantitation of Protein Extracts— KKpresaion and 
quantitation of mutant proteins is described elsewhere (24). Briefly, 
ail mutant proteins were produced in £L cott' AB 1899, and periplasmic 
extracts were prepared by osmotic shock (25). The specific activity of 
osmotic shock extracts varied <10% for a given mutant in multiple 
assays performed over several months' time. The amount of mutant 
polypeptide produced was determined using quantitative imrounoslot 
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blotting (24). The error in the calculated concentration of GM-CSF 
protein by this method was estimated to be 2-fold based on repetitive 
protein samples. 

Mutant protein E21A was prepared to >$&% purity (assessed by 
HPLC) from osmotic shock extracts (24) by affinity chromatography 
using agarose-coupled (AminoLinh™, Pierce Chemical Co.) anti- 
mGM-CSF monoclonal antibody 35E10 (kindly provided by M. 
Pearce, DNAX Research Institute), followed by HPLC using a H,0/ 
acetonitrile gradient containing 0.1% trifrooroecetic acid using a Hi- 
Pore™ reversed-phase column (Bio-Rad). Purified B21A concentra- 
tion was assessed by the absorption difference between 215 and 225 
nm (26) compared- to a purified mGM-CSF standard. 

Biological Assays for Mouse GM-CSF iietnvtty— Protein extracts 
were assayed using the mouse GM-CSF-dependent myeloid leukemia 
cell fine NFS6U Sample concentrations were adjusted to 4000 pg/ml 
and titrated in quadruplicate to 0.02 pg/mL The 3-(4,5-dimethylthia- 
2ol-2-yl) -2,6-<fiphsnyltetrazoUum bromide (Sigma) assay described by 
Mosmann (27) was used to measure the extent of proliferation* and 
absorbance values were read with a kinetic microplate reader 
(Molecular Devices). The concentration of each mutant and wild- 
type mGM-CSF protein that gave a 50% manimum response was 
determined using the Softmaz pr ogram (Molecular Devices). The 
percent activity relative to wild-type mGM-CSF was calculated by 
the ratio of mGM-CSF ECcc/mutant BCso X 100%. 

Purified mGM-CSF and E21A were tested in in vitro mouse whole 
bone marrow colony-forming unit, culture, assays as previously de- 
scribed (28). Seven-day colony counts in methyl cellulose were made 
for the combinations of mouse IL-3 (300 units/ml final; specific 
activity » 1 X 10' units/mg) + mouse IL-45 (250 units/ml final; 
specific activity » 5 X 10* units/mg) + mouse erythropoietin (Epo, 1 
unit/ml final; purchased from Amgen); mGM-CSF (10 ng/m! final) 
+ mouse Epo; and E21A (75 ng/ml final) + mouse Epo. Day 7 
megakaryocyte colonies and eosinophil colonies in agar were done in 
the presence of mouse IL-3 + mouse IL-6; mouse IL-3 + mGM-CSF; 
and mouse IL-3 + E21 A. The concentrations of mGM-CSF and E21A 
were chosen to give a maximal response based on the NFS60 prolif- 
eration assay. Assays were performed in triplicate. 

Binding Assays of mGM-CSF Mutant Proteins — M43 was purified 
and labeled with m l as previously described (10). Mouse GM-CSF 
(obtained from Schering-Plough) was labeled with m I using the 
Bolton and Hunter reagent (Amersham; specific activity ~350-400Ci/ 
mmol). 3E6 (10) is an NFS60 cell line transfected with the human 
GM-Ra component (3). Binding assays were performed as follows: 
for competitive binding assays, NFSG0 and 3E6 cells (maintained in 
mGM-CSF) were harvested and incubated with 1 ml of ice-cold 10 
mM NaP0 4 , 150 mM NaCL, pH 3 0, for 2 min, diluted to 50 ml with 
10 mM NaP0 4 , 150 mM NaCl, pH 7.0, centrifuged, and finally resus- 
pended in 1 x Hanks* balanced salts solution (GIBCO-Bethesda 
Research Laboratories) containing 0.1% bovine serum albumin, 
0.02% NaN* and 10 mM Hepes, pH 7.5 (HBAH buffer). 2 x 10° cells 
in 200-pl HBAH buffer were incubated with decreasing concentra- 
tions of unlabeled competitor in the presence of 30 pM "*I-mGM- 
CSF or 10 pM "*I-M43 (specific activity. 400 Ci/mmol) at 4 *C with 
continuous agitation for 4 h. Honspecinc binding was determined by 
including unlabeled mGM-CSF or M43 as appropriate at a concen- 
tration of 2C0 n£L Cell bound raoSoectivity tha separated from free 
ligandby centrifugation at 4 'C (4 nun, ttj^ H gV^hic^ ^tyl- 
phthalate^ibutylphthfllate (23), .i^ : l»m^r : ajQd total radioactivity 
was measured with a Cobra 5010 y-comxVzr (Pechard). The equilib- 
rium binding data were analyzed using the Ligand program (29). 

Scat ch ard analysis was performed as de sc ri b ed above, except that 
NFS60 cells were used at 1 x 10° cells/point with decreasing concen- 
trations of ""I-mGM-CSF, or 1 X 10? and 5 x 10° cells/point with 
decreasing concentrations of m I-E2lA (labeled with the Bolton and 
Hunter reagent (Amersham); specific activity, 1100 Ci/mmol) in 
quadruplicate. Nonspecific binding was assessed by including 1 jiM 
mGM-CSF or E21A as appropriate. 

Cross-linking of l " I -mGM-CSF and m I-E2lA to the mGM-CSF 
Receptqr^-2 mm labeled Ugand ( m I-mGM-CSF. Janes /, 3, 5, and 7; 
"•I-E21A, lanes 2, 4, 6, and 8) was incubated with 2 x 10* NFS60 
cells or 3E6 cells (maintained in human GM-CSF) for 4 h at 4 *C in 
HBAH buffer with (lanes 7, 2, 5, and 6) or without (lanes 3 9 4, 7, and 
8) 1 mm of the appropriate cold Ugand. The cells were spun and 
treated with either BS* (lanes l-4\ Pierce Chemical Co.) under 
conditions described in Ref. 9 or with 200 pM l-ethyl-3-(3-diethylam- 
inopropyl)carbodiimide, 1 mM suffo-iv*-hydroxysuccinunide (lanes 5- 
8; Pierce Chemical Co.) in phosphate-buffered saline, pH 7.0, for 1 h 
at 23 *C. After exposure to cross-linking agent, cells were prepared 



for sodium dodecyl sulfate-polyacrylamide gel electrophoresis (30) as 
in Ret 9, with equal counts per sample loaded and resolved on 8% 
gels. Dried gels were exposed to phosphorimagmg screens for 3-4 
days and developed using a Molecular Dynamics Phosphorimager. 

RESULTS 

Biological Response of mGM-CSF Mutant Proteins — Single 
alanine substitutions were introduced in the N-tenninal helix 
of mGM-CSF by site-directed mutagenesis (19), replacing 
Lys-14 (mutant protein K14A), His-15 (H15A), Glu-17 
(E17A), Lys-20 (K20A), and Glo-21 (E21A). mGM-CSF mu- 
tant protein was produced in E. coli and quantitated as 
previously described (24). Biological activity was considered 
a function of the EC&> of each protein and was determined by 
proliferation of the mGM-CSF responsive mouse myeloid cell 
line NFS60 (Fig. 1). Proteins K14A, E17A, and K20A exhib- 
ited biological activity equal to or greater than wild-type 
mGM-CSF; proteins H15A and E21A exhibited at most a 3- 
fold reduction in biological activity, with no apparent change 
in the magnitude of the plateau. E21A mutant protein purified 
from B. coli extracts (>98% pure) was 29% as active as wild- 
type mGM-CSF (with respect to the EC*,) on NFS60 cells. 
Purified E21A also was tested in in vitro mouse bone marrow 
colony forming assays (28); saturating concentrations of E21A 
and wild-type mGM-CSF (based on the NFS60 assay) gave 
comparable values of both colony number and type (Table I). 

Competitive Receptor Binding of mGM-CSF Mutant Pro- 
teins—The effects of amino acid substitutions on the ability 
of mGM-CSF to bind to mGM-Bap was assessed by compe- 
tition binding assays using NFS60 cells. ""I-mGM-CSF was 
used at a constant concentration of 3.0 x 10" 11 m in the 
presence of various concentrations of unlabeled mGM-CSF 
or mutant protein extracts (Fig. 2). The receptor binding data 
obtained was analyzed using the Ligand program (29). Under 
these conditions, binding at both the low and high affinity 
sites for mGM-CSF on NFS60 cells was detected (Table II). 

The amino acid residue substituted in a mutant protein 
that exhibited altered low affinity binding was considered to 
affect interactions, whether directly or indirectly, with mGM- 
Ro. Amino acid residues His-15 and Lys-20 were included in 
this class (Table II, mutant proteins H15A and K20A, respec- 
tively). High affinity binding of mGM-CSF to mGM-Rafi is 
dependent on binding of mGM-CSF to mGM-Ra. Therefore, 
a decrease in affinity for mGM-Ra alone would cause a similar 
decrease in affinity for the high affinity mGM-Ro^ complex. 
The absolute value for the high affinity K* thus may not 




concontfotBon, OA 

Fig. 1. Biological activity of . wiBd-tyipe and mutant mGM- 
CSF proteins. Proliferation of NFS60 cells in response to mGM- 
CSF (O) and mutant proteins KHA (A), H15A (D). B17A (A), K20A 
(D). and E21A (O) was measured using the 3-(4 t 5^Umethyltrjiaiol-2- 
yl)-2>-dipheiiyltetraiolium bromide assay (27). Percent activities for 
the mutant proteins relative to the BC*» of wild-type mGM-CSF were 
140% for K14A, 64% for H15A. 550% for B17A, 210% for K20A, and 
42% for E21A (mGM-CSF =100%; EC» 0.64 pM, standard devia- 
tion = 0.25 pM over replicate experiments). 
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Table I 

Whole bone marrow colony-forming units (culture) assay of mGM-CSF and E21A 



Cytokineo* 



Day 7 colonies in methyl cellulose" 



GM 



M 



BFU-e 



Mega 



ro- mixed 



e-mixed 



Total 



IL-3 + IL-6 + Epo 
mGM + Epo 
E2lA + Epo 



198 ±38 
136 ± 37 
144 ±29 



61 ±18 
112 ± 32 
127 ±7 



87 ±6 
46 ±11 
45±2 



11 ±3 
4±1 
9±2 



13 ±4 
0 

0±0.6 



8±4 
0 
0 



19 ±2 
1±0.6 
1 ±0.6 



398 ± 46 
298 ± 76 
325 ±20 



Cytokines* 



Day 7 oolonieo in agar* 



KAega colonies 



Eosinophil colonies 



IL-3 + IL-6 

mGM 

E21A 



20 ±3 
4±1 
6±2 



13 ±7 

10 ±2 

11 ±3 



° Assays were performed as described (28). Abbreviations: GM, granulocyte and macrophage colonies; M, macrophage colonies; G, 
granulocyte colonies; BPU~e, burst forming unity erythroid; Mega, megakaryocyte colonies; ra -mixed, mixed megakaryocyte colonies; e-mixed, 
mixed erythroid colonies. Values have error indicated at ±1 SJ3. 

6 Cytokines used: mouse IL-3, 300 units/ml; mouse IL-6, 250 units/ml; Epo, 1 unit/ml mouse erythropoietin; mGM, 10 ng/ml mouse GM- 
CSF; E21A, 75 ng/mL 




Table H 

Equilibrium binding constants and free energy contributions to high 
affinity binding of wild-type and mutant mGM-CSF proteins 



PlG. 2. Competitive binding off mutant and wild-type mGM- 
CSF proteins. Competition of m I~mGM-CSF on NFS60 Cells by 
mGM-CSF (O), mutant K14A (A), H15A (O). E17A (A), K20A (□), 
and E21A (O). Assays were performed in triplicate with a constant 
concentration of 3.0 X 1(T" M m I-mGM-CSF. Under these condi- 
tions, both high and low affinity sites were detected using the Ligand 
program (29). 



accurately represent the binding contribution due to mGM- 
CSF interaction with mGM-R0 in the mGM-Raf? complex. 
Effects on the interaction between mGM-CSF and mGM-R0 
in this context are therefore probably best described by the 
relative difference between low and high affinity binding 
constants. We chose to represent this difference as a change 
in the free energy, or A( AG), between the two binding states 
(Tdbte H). On tins basis, mteaactions irith mGM were 
affected by alanine siabstitotion of Lys-14, Lys-20, and Glu- 
21, but not by alanine substitution of His-15. Interestingly, 
changing iLys-20 to alanine appears to affect binding inter- 
actions with both GM-Ra and GM-R0 (Table II, K20A low 
affinity IQ and A( AG), respectively). No binding defects were 
observed with the Ghi-17 to alanine substitution (protein 
E17A). 

Dissociation of mGM-Rfi Binding from mGM-RaP— In con- 
trast to the other mutant proteins examined, E21A competed 
m I-mGM-CSF for only a single class of binding sites on 
NFS60 cells (Table II). The affinity of E21A for these sites 
suggests that binding is to mGM-Ro; competition under con- 
ditions that detected only mGM-Ror binding (2 nM ^-mGM- 
GSF) also gave an equivalent affinity for E21A (data not 
shown). These observations were confirmed by receptor bind- 
ing experiments using ,l5 I^E21A (displayed in Fig. 3 as a 
Scatchard plot). Two binding sites were statistically signifi- 
cant for wild-type mGM-CSF (Fig. ZA;F= 78.9 (p = 0.0000) 
for a one- versus a two-site lit); the mean values were 26 











Protein 




UaGf 




Low 


High 






pu 


hJ/md 


mGM-CSF 


5.9 


35 


-1L8 


K14A 


3.8 


180 


-7.0 


H15A' 


77 


450 


-1L9 


E17A 


L9 


10 


-12.1 


K20A* 


23 


680 


-8.1 


E21A C 


2.4 




0 



° Low and high refer to the low affinity and high affinity binding 
states as referred to in the text. Values were calculated using the 
Ligand program (29); the percent expression of the coefficient of 
variation (%CV, as described (29)) varied from 7 to 25% for the low 
affinity site and 9-12% for the high affinity site. The Kt values shown 
are from the statistically most reliable experiments. The low and high 
affinity K for mGM-CSF varied from 5.2 to 10.2 nM and 34 to 57 
pM, respectively, in repetitive experiments. 

* The difference in free energy (A( AG)) quantitatively describes 
variations between the low and high affinity binding states. Since 
AG = -RT InK, it follows that (A<W - AG^c*^***) = 
A( AG) -RT IniKs.t^/Ki^J; comparison of this value for each 
mutant protein with that of wild-type mGM-CSF indicates the pos- 
sible contribution of each residue to specifically mGM-R/? interac- 
tions in the context of mGM-Ra/?. 

* Values for the Ki for low affinity binding for these mutant proteins 
was confirmed by competition binding assays using 2 nM m I -mGM- 
CSF. Under these conditions only low affinity binding sites can be 
detected on NFSGQ cells (data not shown) 

d Only a single, tow affinity binding site was found to be s t atistically 
significant using the Ligand program (F = 637 (p = 0.011 ) for a one- 
versus a two-site Fit) (29). 

pM (coefficient of variation (CV) = 22%; 240 sites/cell) and 
2.7 nM (CV = 46%; 4,000 sites/cell). In contrast, E21 A exhib- 
ited only a single class of binding sites having a mean Kt 
value of 1.7 nM (Fig. ZB\ CV = 26%, 3200 sites/cell). A two- 
site fit of the receptor binding data for m I-E21A was not 
statistically significant (F = 2.24 (p — 0.14) for a one- versus 
a two-site fit). Based on the affinity and the number of binding 
sites, E21A appears to bind to only mGM-Ra. This suggested 
that E21A had lost its ability to interact with mGM-R/?. 

To rule out the possibility that a weak interaction between 
E21A and mGM-R£ was being masked by low affinity binding 
to mGM-Ra, a strategy was developed that allowed analysis 
of high affinity binding without interference from the low 
affinity binding site. The cell line used, 3E6 (10), is an NFS60 
transfectant that in addition to having endogenous mGM- 
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FIG. 3. Sca&clrard analysis of mGM-CSF and E21A blinding to NFS60 cells. Representative experiments of m I-mGM-CSF (A) or 
m I-E21A (5) receptor binding to NFS60 cells, five times more cells were used per data point for m I-E21A than for lK I-mGM-CSF; the y~ 
axis has been scaled such that the Scatchard transformations can be compared. Dashed tines represent the best fit values obtained from the 
Ligand program (29) for these experiments; K* and binding site values were calculated by combining data from separate experiments. For 
mGM-CSF, both low and high affinity binding sites were detected, having mean IQ values of 2.7 nM (4000 sites/cell) and 26 pM (240 sites/ 
cell), respectively (for a one- versus a two-site fit, F « 783 (p = 0.C000)). E21A exhibited only a single class of binding sites with a mean Ks 
of 1.7 nM (3200 sites/cell); a two-site fit was not statistically better than a one-site fit (F = Z24, (p = 0.14)). Insets, the equilibrium binding 
isotherm (total bound (O), specific bound (O), and nonspecific bound (A) m l- mGM-CSF or IM I-E21A) for the respective Scatchard plots are 
shown. The specific activity for ""I-E21A was some 3-fold higher than m I-mGM-CSF; this, combined with the increased number of cells 
used for ""I-E21A in this experiment, accounts for the higher absolute number of cpm bound for m I-E2lA at comparable concentrations to 
12 *I-mGM-CSF. 




(comptfftor), Ba 

FlC. 4. Isolation mGM-CSI? to mGM-H^ interactions. Com- 
petition of m I-M43 on 3E6 cells by M43 (□) (24), mGM-CSF (O), 
and £21 A (O). Assays were performed in triplicate with a constant 
concentration of 1.0 X 10"" M m I-M43, and the receptor binding 
date was analyzed with the ligand program (29). M 43 competes for 
both high and low affinity cites, while mGM-CSF competes for only 
the high affinity cites against ^S-M^S; E21A jo unable to compete 
for any site. Competition of only the Saiga affinity binding site Of ^I- 
M43 by mGM-CSF was observed in ceparate expernnents. 3E6 (10) 
is an NFS®) cell Kne transfected with the human GM-Ra component 
(3); M43 is a mouse/human GM-CSF hybrid protein consisting of 
the N-terminal 43 residues of mGM-CSF fused to the G-terminal 84 
residues of hGM-CSF. 

Hafi also expresses the low affinity component of the human 
GM-CSF receptor (hGM-Ra) (3). M43 (24) is a mouse/human 
GM-CSF hybrid protein consisting of the N-terminal 43 
residues of mGM-CSF fused to the C-terminal 85 residues of 
hGM-CSF. M43 binds to 3E6 with both low and high affinity, 
utilizing hGM-Ra for low affinity binding, and hGM-Ra 
together with mGM-R0 for high affinity binding (10). Mouse 
GM-CSF competes specifically only for high affinity binding 
sites versus il5 I-M43 on 3B6 cells by forming high affinity 
complexes consisting of mGM-CSF- mGM-Ra0; binding of 
,25 I-M43 to hGM-Ra is unaffected (10). 

Fig. 4 displays the results of a competitive binding assay on 



3E6 cells using " 5 I-M43. M43 is able to compete for both high 
and low affinity sites with mean JQ values of 22 pM (CV = 
37%) and 3.0 nM (CV - 9%) r respectively; mGM-CSF is able 
to compete only for the high affinity site with a mean of 
40 pM (CV = 40%) and shows no evidence of a second, low 
affinity site. E21A shows no evidence of competition for any 
site to a concentration of 2 fiM, some 10*-fold higher than the 
wild-type JCf for high affinity binding. Since the affinity of 
this mutant protein for mGM-Ra appears to be unaffected 
(Table II), this single amino acid substitution apparently 
abrogates specifically the binding interactions of E21A with 
mGM-R0 in the context of mGM-Ra/?. 

Cross-linking of^l-EZlA and l7S I-mGM-CSF— The asso- 
ciation of E2i A with mGM-Rap was demonstrated by cross- 
linking m I-E21A (and l28 I-mGM-CSF) with the membrane 
impermeable form of disuccinimydal suberate, BS 3 (Fig. 5, 
lanes 1-4), or with l-ethyl-3-(3-diethylaininopropyl)- 
carbediimide (Fig. 5, lanes 5S) to specific cell surface proteins 
on mGM-CSF-responsive cell lines. Using NFS60 cells in the 
presence of 2 nM ^I-rnGM-CSF, a specific band at the 
expected molecule* weight of ^150 M)a for an "^UniGM- 
CSF- mGM-IR/? complex (6, 31) was observed with both BS" 
and, l-ethyl-3-(3-diethylainmopropyl)cs^ (Fig. fiA, 

lane 3, and faintly in lane 7, respectively) This band is not 
evident using ^I-E21A (Fig. 5A, lanes 4 and 8). Identical 
results were obtained using 3E6 cells maintained in mGM- 
CSF (data not shown). However, the number of high affinity 
receptors (mGM-Ror/?, and by implication mGM-R/J) ex- 
pressed on NFS60 cells is only about 240 per cell (Fig. 3). The 
low affinity of m I-E2lA for mGM-Ra/? may preclude detec- 
tion of ,l6 I-E21 A • ihGM-R/? complexes. The cell line 3E6 can 
be maintained in human GM-CSF; 3E6 cells so maintained 
express —10-fold more high affinity mGM-CSF receptors than 
3E6 cells maintained in mGM-CSF or NFS60 cells (data not 
shown). Using 3E6 cells maintained in human GM-CSF, the 
putative ,t5 I-mGM-CSF-mGM-R0 complex appears as a more 
prominent band than with NFS60 cells (Fig. SB, lanes 3 and 
7). A band of comparable size is also seen with m I-E21 A 
(lanes 4 and 8), suggesting the formation of an l25 I-E21A- 
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The crystal co-structure of human growth hormone (hCH j, 
and Ha receptor (GH-R) has been solved (32)* Interaction of 
bGH with its receptor occurs at two different regions of the 
hormone: site 1 interactions occur primarily through helix 4 
of hGH with one Gfl-R subunit of the (Glt-Rfc homoouner, 
and site H interactions occur principally through helix 1 of 
hGH with the second GJJ-R subunit (32, 33). The interaction 
of GM-CSF with GM -R0 in the context of GM-Rafi (1Q 9 16) 
appears to be similar to the site II interactions of GH and 
GHrR. The GH-R and GM-Ra0 subunits are members of the 



& Representation of GM-CSF to GM^Utf &*wjme& 
interactions. A, the GM-CSF Ugand/receptor complex *s sbbwa 
- based on the GH/GH-R cccrystal structure (32). The topology of the 
four helices of GMrCSF (circfes, labeled 1 to 4) reflect a <*os3-eec£on 
of the hGM-CSF crystal structure 412). Interactions of GM-CSF with 
GM-R^ occur through hejui I (10), similar to site D interactions m 
the GH > (GH-R)i compiez (3^. Analogous to site I QH to (CH-Uh 
interactions^ it was assuined that helix 4 of GM-C3F is mTtflved in 
nrCfnS-Ra binding. B, re^oSies of mGM ^SF found in this sMy to 
be important to rnGM-ttafi interactions are placed in their relative 
locations along the helix 1 backbone. Replacement of Ghi-2J by 
alanine resulted in the complete loss of ligand to GM bindmg 
interactions in the context of GMrRcr/j, and is highlighted to reflect 
this observation. 
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Glu-21. its replacement by alanine had no effect on mGM-R0 
interactions. 

No high affinity binding was observed for E21 A even though 
binding to mGM-Ra was unaffected (Figs. 2 and SB); direct 
interaction with mGM-R0 in the context of mGM-Ra j8 was 
apparently eliminated (Fig. 4). Surprisingly, only a modest 
decrease in biological activity was observed as a consequence 
of this substitution (Fig. 1 and Table I). E21 A was shown to 
associate with the mGM-Ra/J complex by cross-linking ^I- 
E21A on NFSGO cells (Fig. 5B) t supporting the observation 
that signaling occurs only through a complex of the mGM- 
Ra and mGM-R0 subunits in the presence of ligand (4 9 9). 

The mitogenic response of NFS60 cells appears to be ex- 
quisitely sensitive to the presence of mGM-CSF. The Ks of 
mGM-CSF and number of high affinity receptors (—2.5 X 
10~ n u and -240 mGM-Ro/3/NFS60 cell, respectively) sug- 
gest that only about 5-10 of these receptors are occupied at 
the ECeo (-6 X 1(T 13 M). The of E21A for mGM-R^ is 
only -2 X 1(T 9 M, suggesting that ~20-fold fewer mGM-Ra/? 
would be occupied at its ECeo (~2 X KT 15 M). Receptor 
activation (indicated by mitogenic response) thus does not 
appear to be only a function of the affinity of the ligand for 
its receptor. The results obtained with B21A suggest that 
activation of mGM-Ra fl may occur through repeated binding 
and dissociation from the receptor complex or may induce an 
activated mGM-Ra/3 complex that is capable of signaling 
without continuous ligand occupancy. Experiments that ex- 
amine the kinetics of receptor interactions for E21 A and the 
ability of mGM-Rcr/9 to internalize E21A would begin to 
address these possibilities. 

The near wild-type potency and high affinity receptor bind- 
ing defects of E21A suggest that mGM-CSF receptor activa- 
tion can occur independently from mGM-CSF to mGM-R0 
interactions in the mGM-Ra£ complex. Consequently, bind- 
ing of mGM-CSF to mGM-Ra in the context of mGM-Ra/3 
appears to be the critical event in receptor activation. Since 
signaling is not observed in the absence of mGM-R0 f a con- 
formational change in mGM-Ra induced by mGM-CSF bind- 
ing producing a constructive interaction with mGM-R0 would 
account for these results. Such an effect would not necessarily 
be limited to mGM-Ra; interaction of the mGM-CSF- mGM- 
Ra complex with mGM-R0 may also induce conformational 
changes in mGM-R/?. 

Although GM-CSF high affinity binding to both subunits 
of GM-Raj? correlated well with a proliferative response (10), 
the results presented here show that receptor activation can 
occur independently of high affinity binding. However, small 
deviations in the sequence of mGM-CSF implicated in mGM- 
Ra^ binding interactions can profoundly affect biological 
activity. A mGM-CSF double mutant protein (both Lys-14 
and Glu-21 changed to alanine) resulted in a 500-fold decrease 
in biological activity despite this protein having unchanged 
low affinity binding (17). It is possible that the presence of at 
least one of these residues is required for activation of mGM- 
Ra/?. Alternatively, E21A bound to mGM-Ra0 may destabi- 
lize the receptor complex without disturbing its integrity, and 
additional mutations affecting receptor interactions may dis- 
rupt or prevent formation of the active complex. Other double 
mutants containing the Glu-21 to alanine substitution also 
had markedly reduced biological activity (including a His-15/ 
Glu-21 to alanine mutant protein, but not a Glu-17/Glu-21 to 
alanine mutant protein) (17). Double mutant proteins without 
the Glu-21 to alanine substitution had less dramatic effects 
on bioactivity, suggesting a central role of Glu-21 in mGM- 
CSF to mGM-R0 interactions. 

The precise functional role of Glu-21 in high affinity mGM- 



CSF to mGM-Ra/? interactions is not readily addressed by 
the experiments presented here. Qualitatively, it appears that 
the interaction of Glu-21 with mGM-R/3 allows other ligand- 
receptor contacts to form. In the E21A mutant protein, the 
potential for interactions exist in the form of the unchanged 
interactive residues [eg. Lys-14 and Lys-20), but the substi- 
tution of Glu-21 with alanine appears to prevent binding (Fig. 
4). About a 3-fold loss in biological activity (as compared to 
the ECeo of mGM-CSF) was observed for a purified prepara- 
tion of E21A. This loss of activity suggests that high affinity 
binding contributes to receptor activation, but that binding 
energy alone is not the stimulus for receptor activation. It 
appears that an induced activation resulting from mGM-CSF 
binding to mGM-Ra coupled to high affinity binding of mGM- 
CSF to mGM-Ra/? produces a fully active ligand-receptor 
complex. 

An acidic residue (either Glu or Asp) equivalent to Glu-21 
in GM-CSF is positionally conserved in the (predicted) N- 
terminal helices of a number of cytokines (10). Substitution 
of the acidic residue at this position in mouse (34) and human 
(35) LL-2 (Asp-34 and Asp-20, respectively) and human GM- 
CSF (16) (Glu-21) also had potent effects on receptor binding. 
In contrast to our results, these groups showed some correla- 
tion between high affinity receptor binding and bioactivity. 
This may be a reflection of the differences between the mGM- 
CSF and these other ligand-receptor systems, the cell types 
examined, the specific substitutions made, or combinations of 
these. The structural similarities between cytokines likely to 
have the GH and GM-CSF four a-helical bundle topology, 
and the potential similarities of their receptors make it at- 
tractive to consider that common mechanisms exist for ligand- 
receptor interactions. High affinity binding of cytokines and 
receptor subunit-subunit interactions induced by ligand bind- 
ing may both be features of receptor activation. 
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A synthetic segment (11(^-127) oJT the carboxyB tar- 
minus of recombinant huunsm jp^ulocyl^ macrophage 
colony-stimulating factor (rh-GM-CSF) was used to 
^generate a rabbit -poRydoaall antibody (345-3), wMch 
recognized both peptide and fall-length Escherichia 
cotf-derlved rm-GM-CSF in a direct enzyme-linked im- 
munosorbent assay. Antibody 345-6 was shown to an- 
tagonise the banding of ls *I-labeled rh-GM-CSF to its 
receptor on the KG-1 cell line and to inhibit human 
. GM-CSF-dependent- proliferation of the AML- 193 cell 
line. The purified SgG fraction of neutraHizing antibody 
345-0 was used as immunogen to obtain sheep anti- 
serum 1418. Antibody 1418 recognized antibody 345- 
6 on direct enzyme-linked immunosorbent assay but 
did not irecognize rh-GM-CSF or the peptide 110-127 
to which antibody 345-6 was raised. Antiserum 1418, 
as welH as a purified IgG fraction of this serum, inhib- 
ited both rh-GM-CSF-stimuiated cell proliferation and 
,M E-labeled rh-GM-CSF receptor binding but not 12S I- 
labeled recombinant human interleukin-4 receptor 
binding. The an ti -idiotypic antibody response derived 
from the anti-( 110-127) antibody strongly suggests 
that the carbosyfl-terminaH region of rh-GM-CSF may 
be directly involved in the receptor-Mgand interaction 
of this protein. The high affinity receptor consists of 
two different components {GM~Ra&) a cytokine-spe- 
cific a-subunit and a £-subunit that is shared by human 
GM-CSF, interleukin-3, and interleukin-5. In an effort 
to localize the epitope of antibody 1418 to either GMKa 
or GMRfl, several cell lines containing high, low, or 
both high and Bow affinity receptors were examined. 
Each was specifically and completely inhibited by an- 
tibody 1418. InterleuMn-3-dependent ceM prolifera- 
tion of the AML-193 cell line was found to be unaf- 
fected by the antibody 1418. Thus, the carbosyl-ter- 
minml region of rh-GM-CSF is likely to be involved in 
the EnOemctaon of .the %and with the a-subunit of the 
•high afKnlty. receptor.- 



Human granulocyte-macrophage colony-stimulating factor 
(h-GM-CSF) 1 is a member of a family of glycoproteins that 
stimulates growth and differentiation of a number of cell 

° The costs of publication of this article were defrayed in part by 
the payment of page charges. This article must therefore be hereby 
marked "advertisement" in accordance with 18 U.S.C. Section 1734 
solely to indicate this fact 
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' The abbreviations used are: h^3M-CSF, human granulocyte- 
macrophage colony-stimulating factor; rh-GM-CSF, recombinant hu- 
man granulocyte-macrophage colony-stimulating factor; TBS, Tris- 
buffered saline; TBST, TBS containing 0,05% Tween; ELISA, en- 
zyme-linked immunosorbent assay; AML,. acute myeloid leukemia; 
IL, interleuktn; IMDM, Iscove's modified DulbeccoV medium; FGS, 
fetal calf serum; Ab, antibody. 



types of hematopoietic lineage (MetcakV 1936; Clark and 
Kamen, 1987). Clinical trials with rh-GM-CSF derived from 
mammalian and bacterial hosts (Greenberg et aL, 1988; 
Trotta, 1989) have been initiated in a variety of disease states, 
including acquired immunodeficiency syndrome (Grcopman 
et aL, 1987; Baldwin et aL, 1988), myelpdysplastic syndrome 
(Vadan-Raj et aL, 1987), bone marrow transplantation (Mon- 
roy et aL, 1987), and in combination with chemotherapy in 
cancer patients (Brandt et aL, 1988). 

The actions of h-GM-CSF are mediated through binding to 
cell-surface receptors (Gasson et aL, 1986; DisPersio et aL, 
1988). The high affinity receptor is relieved to be a heterodi- 
mer consisting of both & cytokine -specific a-subunit and a /3- 
subunit that is shared with IL-3 and IL-5 (Hayashida et aL, 
1990). The a-subunit of the receptor binds to the h-GM-CSF 
with low affinity (Gearing et aL 1989). Formation of the high 
affinity receptor occurs only in the complex of h-GM-CSF 
with both the a- and 0-subunits. While the 0-subunit does 
not itself bind to h-GM-CSF in the absence of the a-subunit, 
it does appear to interact directly with h-GM-CSF in the 
complex (Shanafelt et aL, 1991a). 

Significant insight to the specific residues on mouse GM- 
CSF in contact with the /?-subunit of the receptor in the high 
affinity receptor-ligand complex has been provided by Shan- 
afelt et aL (1991b) and by Shanafelt and Kastelein (1992). In 
addition, critical cytoplasmic domains of the 0 receptor for 
growth signal transduction and tyrosine phosphorylation have 
been elucidated by Sakamaki et al (1992). The residues on h- 
GM-CSF that may be involved in the binding of the a-subunit 
of the high affinity receptor are not yet known. In the present 
study, we sought to determine the domains of rh-GM-CSF 
that are involved in receptor interaction by raising both 
polyclonal antibodies to a synthetic peptide fragment and 
raising anti-idiotypic antibodies. The results support the con- 
clusion that there is a segment at the carboxyl terminus of 
rh-GM-C^thatmterac^ 

tor. Further, the evidence provided suggests that it is likely 
to be the a-subunit of the receptor that binds to this terminal 
segment of h-GM-CSF. 

EXPERIMENTAL PROCEDURES 

Materials— Kirkegaard and Perry Laboratories, Inc. (Gaithersburg, 
MD) and Jackson Immunoresearch Laboratories (Avondale, PA) 
supplied horseradish peroxidase -conjugated goat anti -rabbit and don- 
key anti-sheep IgG, respectively. Catbiochem and DuPont NEN sup- 
plied monoclonal antibodies VIM-C6 and VIM-2 and '"Mabeled 
Bolton Hunter reagent (2000 Ci/mmol), respectively. 

Cell Cultures and Reagents — The KG-1 cell line was obtained from 
the ATCC (CCL 246). and the AML- 193 and TF-1 cell lines were 
provided to Schering-Plough Research Institute by Dr. G. Rovera 
(Lange et at, 1987) and Dr. T Kitamura of DNAX Research Institute, 
respectively. Placental membranes were prepared by homogenization 
in the presence of protease inhibitors, centrifugation to remove the 
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100 X £ fraction, and thorough washing of the 27,300 X g fraction. 

Cytokines — rh-GM-CSF {Escherichia coti, nongrycosylated; Scher- 
ing-Pbugb/Sandoz) was purified to a constant mA^imal specific 
activity by methodology similar to that described for recombinant 
murine GM-CSF (Trotta et aL, 1987). Purified yeast-derived recom- 
binant human IL-3 and purified Chinese hamster ovary cell-derived 
recombinant human EL-4 were prepared in the laboratories of the 
Schering-Plough Research Institute. 

Preparation of Radioiodinated rh-GM-CSF— rh-GM-CSF was ra- 
dioiodinated by the method of Bolton and Hunter (1973) and purified 
by gel filtration on a Sephadex G-25 column (PD-10, Pharmacia LKB 
Biotechnology Inc.). The resulting m I -labeled rh-GM-CSF had a 
specific radioactivity of 1-3 X 10* pCi/pmol and a stoichioroetry of 
0.4-1.2 mol of m lfmo\ of rh-GM-CSF. The specific radioactivity and 
stoichiometry were determined by the self-displacement method 
(Calvo et at. 1983). ^I-Labsled rh-GM-CSF exhibited the same level 
of biological activity in KG-1 and AML-193 cell proliferation assays 
as unlabeled GM-CSF. 

Peptide Synthesis— The synthesis of peptides was carried out with 
an Applied Biosystems (Foster City, CA) model 430A fully automated 
peptide synthesizer (Merri field, 1963). The amino- terminal tert-bu- 
tyjoxycarbonyl group was removed with 65% trifluoroacetic acid and 
cleaved from the phenyiacetimido (polystyrene) resin with a 10:1.5 
ratio of liquid hydrogen fluoride-anisole at 0 *C for 60 min. Cleaved, 
deprotected peptides were purified by reversed-phase high perform- 
ance liquid chromatography on a C-4 Dynamax 400-A wide 
bore column (Rainin Assoc* Woburn, MA). Automated sequencing 
and fast atom bombardment mass spectral analysis were employed 
to confirm the peptide sequence. 

Production and Purification of Antisera — Rabbits were injected 
intradermally with an emulsion of 2 mg of antigen in 400 pi of TBS 
and 100 pi of pertussis vaccine and 500 $d of Freund's complete 
adjuvant. Boosts with incomplete adjuvant were scheduled when 
bleeds (as judged by EUSA) showed any loss of titer. The polyclonal 
antibody 1418 was produced in sheep by subcutaneous injection with 
25 mg of an IgG fraction of rabbit antiserum 345-6. Sheep antibody 
1418 was purified by Fortron Bioscience Co. (Saint Marys, PA) by 
ammonium sulfate precipitation and QAE ton exchange column chro- 
matography. 

ELISA — Rabbit and sheep sera were screened for specific binding 
of antigens by coating a 96- well microliter plate (Becton-Didrinson) 
with 100 id of antigen for 1 h at room temperature. Plates were 
washed with TBS containing 0.05% Tween 20 (TEST), blocked with 
1% bovine serum albumin for 1 h, washed with TBST, blocked with 
0.1% immunoglobulin for 1 h, and again washed with TBST. Blocking 
with immunoglobulin was omitted from the procedure for antibody 
1418. The wells were coated with the antibody to be tested for 1 h, 
washed with TBST, then coated with 2^ ng of horseradish peroxi- 
dase-conjugated goat anti-rabbit IgG or 5.0 ng of donkey anti-sheep 
IgG for 1 h, and washed with TBST. Development with either 2.2'- 
a2ino-bis(3-ethyl-benzthia^line sulfonate) or 3,3'5'^'-tetramethyl 
benzidine and hydrogen peroxide was detected colorimetrically 20 
min after the addition of enzyme substrates. Control wells were also 
developed in which one of the three assay components (Le. antigen, 
ontiboo^, pero^ 

Receptor Binding Assay— Assays to measure m I-labeled rh-GM- 
CSF Mnding to receptors on XG^l and AML-193 cells contained 50- 
lOOpM ^I-labeled rh-GM-CSF, 4-6 k 10? cells, and IMDM contain- 
ing 10% PCS an a total volume of 0.4 ml Samples were incubated at 
4 *C for 2 h and centrifuged for 2.5 min at 600 X g, and the cell pellet 
•was washed twice wtth lMDM, 10% FCS and counted in a y counter. 
Binding of ^-labeled rh-GM-CSF to receptors on placental mem- 
branes was quantitated by incubating membranes for 1 h at 22 *C 
whh 0.5-5.0 nw "^-labeled rh-GM-CSF and IMDM, 10% FCS in a 
total volume of 0.4 ml, centrifuging for 15 min at 8000 g, washing 
the pellet with IMDM, 10% PCS, and counting. Saturating concen- 
trations of unlabeled rh-GM-CSF were added to control assays to 
measure nonspecific binding. The data are presented as specific 
binding, which was determined by subtracting nonspecific from total 
I-labeled rh-GM-CSF bound. 

Competitive displacement of "f-Iabeled rh-GM-CSF from recep- 
tors by peptides or polyclonal antibodies was measured by including 
the competing ligand in binding assays. Antibodies recognizing rh- 
GM-CSF were incubated for 10 min at 4 *C with "Mabeled rh-GM- 
CSF prior to initiating binding by the addition of cells. Peptides and 
the sheep polyclonal antibody 1418 were incubated for 10 min at 4 *C 
with cells before ""I-Iabeled rh-GM-CSF addition. Corresponding 
preimmune serum was also examined in control assays. None of the 



rabbit or sheep preimmune sera (or purified commercially available 
rabbit or sheep IgG) interfered with GM-CSF receptor binding. 

Cell Proliferation Assay— The assay for GM-CSF is based on stim- 
ulation of proliferation of KG-1 or AML-193 cells. The KG-1 is a cell 
line established from the bone marrow of a patient with AML (Lusts 
and Koeffler, 1980; Kceffler and Golde, 1978). The AML-193 is an 
acute childhood leukemia-derived cell line,, which is dependent upon 
GM-CSF to support continued growth in vitro (Lange et at, 1987). 
The TF-1 is a cell line established from a patient with erythroleuhe- 
mia, which shows complete dependence on GM-CSF or IL-3 to 
support sustained growth (Kitamura et aL, 1989). Approximately 1 X 
10* cells in IMDM containing 5 mg/ml each of insulin, transferrin, 
and sodium selenite were incubated in microti ter plate wells with 
dilutions of rh-GM-CSF for 6 days at 37 *C and then incubated for 
an additional 4 h with the tetrazolium salt 3-(4, 5-dimethylthiazo}-2- 
yl)-2, 5-diphenyI tetrazolium bromide (Mossman, 1983). The results 
are expressed as a change in optical density (proportional to the logs 
cell concentration), which represents the difference in optical density 
of the sample and a base-line control lacking rh-GM-CSF. 

Protein Concentration — Protein concentrations were determined 
by the method of Lowry et al (1951) using bovine serum albumin as 
a standard, unless otherwise noted. 

RESULTS 

Inhibition of Receptor Binding and Biological Activities by 
Anti-pep tide Polyclonal Antibodies— In order to probe the 
regions of rh-GM-CSF that may be important to its receptor 
binding and biological activities, a series of peptides were 
synthesized (Table I). Rabbit polyclonal antibodies raised 
against each of these peptides were examined for their ability 
to bind peptide and rh-GM-CSF and to prevent binding of 
rh-GM-CSF to its receptor on KG-1 or AML-193 cells. Anti- 
serum from one of these, anti-(110-127) antibody (Ab 345-6), 
shown by direct ELISA to bind both peptide 110-127 and rh- 
GM-CSF, was determined to completely inhibit receptor bind- 
ing. In contrast, of the five other antisera that recognized (by 
ELISA) both the peptide to which they were raised and rh- 
GM-CSF, none blocked binding of rh-GM-CSF to receptor. 
Based on these data, we sought to further explore the role 
that this carbozyl-terminal segment might have in the actions 
of rh-GM-CSF. 

In order to determine whether receptor and biological ac- 
tivities were specifically affected by this antibody, we purified 
the antiserum Ab 345-6 by protein A chromatography. The 
purified IgG blocked specific binding of ,25 Mabeled rh-GM- 
CSF to its receptor on KG-1 cells in a concentration-depend- 
ent manner. Binding was completely prevented by preincu- 
bation of m I-labeled rh-GM-CSF with approximately 1.0 mg/ 
ml of purified Ab 345-6 IgG. Half-maximal inhibition could 
be obtained using a concentration of 0.06 mg/ml (Fig. M). 
Nonimmunrzed rabbit serum and purified IgG had no effect 
on binding or nonspecific binding, respectively. 

Next, the ability of purified Ab 345-6 to block rh-GM-CSF- 
stimulated proliferation of the AML-193 cell line was probed 
(Fig. IB). Inhibition of proliferation was concentration-de- 
pendent, and 75% of rh-GM-CSF-dependent growth was pre- 
vented at 0.5 mg/ml IgG (the highest concentration exam- 
ined). Half-maximal inhibition was obtained at 0.1 mg/ml in 
good agreement with the receptor binding inhibition observed. 
In the absence of rh-GM-CSF, no stimulation of AML-193 
cell growth was observed. In addition, in the absence of rh- 
GM-CSF and the presence of sufficient quantities of Ab 345- 
6 to completely block rh-GM-CSF-stirnuIated proliferation of 
the AML-193 cell line, no change was observed in the AML- 
193 cell growth. Similarly, Ab 345-6 is shown to block rh- 
GM CSF-stimulated proliferation of the TF-1 cell line under 
similar conditions (data not shown). 

Inhibition of rh~GM -CSF by Anti- idiotypic Antibodies — We 
sought to determine whether the carboxyl terminus of rh- 
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Table I 

Response of rabbit polyclonal antibodies raised to rh-GM-CSF and its peptides 



* ■ 

Antibody 


Sequence no. 


Sequence 


Peptide 
response" 


Protein 
response 1 


Inhibition 


347-6 


7-25 Cys 


PSPSTQPWEHVNAIQEARRLC 


90,000 


90,000 




346-6 


Cys 26-41 


CLNLSRDTAAEMNETVE 


8,000 


8,000 




351-6 


45-54 


EMFDLQEPTC 


10,000 


10,000 




171-87 


54-67 


CLQTRLELYKQGLR 


5,000 


0 




177-87 


74-92 


KGPLTMMASHVKQHCPPTP 


100,000 


0 




137-88 


94-119 


TSCATQIITFESFKENLKDFLLVIPF 


10,000 


10,000 




172-87 


96-111 


CATQIITFESFKENLK 


1,000 


1,000 




345-6 


110-127 


LKDFLLVIPFDCWEPVQB 


10,000 


10,000 


+* 


349-6 


GM-CSF 


GM-CSF 


NA 


90,000 


+ 



* Recognition of peptide in a direct ELISA- Dilution gives 50% aJbsorbance mimimim. ELISA is coated with 0.25 #<g/well of peptide or 
protein. No response was observed for preimmune serum. 

* Recognition of rh-GM-CSF in a direct ELISA Dilution gives 50% absorbance maximum as described above. 

* Details of the inhibition of lB Mabeied rh-GM-CSF binding to KG-1 cells and GM-CSF-stimuIsted AML-193 cell proliferation by antibody 
Ab 345-6 are given in Fig. 1. 
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Fig. 1. Effect of purified rabbit 
IgG derived from antiserum 345-6 
on receptor binding and in vitro bi- 
ological activity of rh-GM-CSF. A, 
inhibition of m Mabeled rh-GM-CSF 
binding to KG-1 Cells. Assays contained 
6 x 10 s cells and 100 pM "*I-labeIed GM- 
CSF (21,000 cpm). Maximal specific 
binding in the absence of antibody was 
2060 cpm. B, inhibition of GM-CSF- 
stimulated AML-193 cell proliferation. 
Assays contained 1 x 10* AML-193 cells 
and 10 ng/ml rh-GM-CSF. The increase 
in optical density (570 run) in the ab- 
» of 345-6 IgG was 0.155. 




ANTIBODY 345-6 l 9 G (mg/ml) 



0.16 




10© 



10* 102 
ANTtBOOY 345-6 IgG (ngftnt) 



10 



GM-CSF could play a role in the Ugand-receptor binding site 
of this cytokine. Peptide 110-127 itself was not an effective 
antagonist of rh-GM-CSF binding to KG-1 cells or agonist of 
rh-GM-CSF-independent cell proliferation of AML-193 cells 
(concentrations 10*- fold greater than the concentration of rh- 
GM-CSF were required to displace 50% of the radiolabeled 
ligand or stimulate proliferation). Therefore, we decided to 
explore alternative approaches to determine the role of the 
carboxyl terminus in the Ugand-receptor binding site rh-GM- 
CSF. We chose to determine whether an an ti -idiotypic anti- 
body response could be generated using the polyclonal anti- 
110-127 antibody. Purified Ab 345-6 IgG was used to immu- 
nize a sheep, and the antiserum obtained (Ab 1418) recognized 



the purified Ab 345-6 but not peptide 110-127 or rh-GM-CSF 
(Fig. 2). 

Antiserum Ab 1418 was then tested for its ability to inhibit 
binding of m Mabeled rh-GM-CSF to AML-193 cells. The 
dose-dependent inhibition of binding by Ab 1418 is shown in 
Fig. 3A. Under the same conditions, preimmune serum had 
no effect. Ab 1418 had no effect on the nonspecific binding of 
126 I-labeled rh-GM-CSF to the cells. The specificity of the 
interaction is further supported by evidence that demon- 
strates that Ab 1418 had no effect on the binding of m I- 
labeled IL-4 to receptors on Daudi cells (data not shown). 
Unpurified Ab 1418 was also tested for its ability to inhibit 
binding of I2S I-labeled rh-GM-CSF to KG-l cells. A dose- 
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dependent inhibition curve for KG-1 cells was obtained, which 
was similar to that shown in Fig. 3A for AML-193 cells. 

The ability of Ab 1418 to inhibit the rh-GM-CSF-dependent 
proliferation of AML-193 cells was examined using purified 
Ab 14 IS IgG. Dose-dependent inhibition was obtained with 
complete inhibition being achieved with an IgG concentration 
of 1 mg/ml (Fig. 3£). Purified anti-idiotypic antibody Ab 1418 
IgG was not able to stimulate proliferation of AML-193 even 
at suboptimal concentrations of rh-GM-CSF. It was also 
unable to stimulate AML-193 proliferation in the absence of 
added rh-GM-CSF. In similar experiments conducted with 
the KG-1 cell line, Ab 1418 serum was also shown to inhibit 




FlC. 2. Direct binding ELISA titration of purified rabbit 
IgG derived from antiaerum 345-6 <■), rh-GM-CSF (•), and 
peptide 110-127 (p) by the purified IgG fraction of sheep 
antibody 1418. 



rh-GM-CSF-dependent proliferation of the KG-1 ceQs in a 
dose-dependent manner (data not shown). Similar observa- 
tions were made for the inhibition of rh-GM-CSF-stimulated 
proliferation of the TF-1 cell line by purified AB 1418. 

Characterization of Neutralizing Anti-idiotypic Antibody 
1418— The anti-idiotypic response obtained from the anti- 
110-127 antibody suggests that this antibody possesses the 
"internal image 0 and, thus, recognizes the rh-GM-CSF recep- 
tor. This receptor is believed to be a heterodimer consisting 
of an a-subunit, which is cytokine-specific, and a 0-subumt, 
which is required for formation of the high affinity receptor. 
We wished to see if the epitope of the antt-idiotypic antibody 
Ab 1418 could be localized to the a- or 0-subunit domains. 
We first attempted to see if Ab 1418 could inhibit the high 
and low affinity receptor activities. We hoped to Hifttlng^itqh 
the two by examining cell lines and receptor preparations 
that exhibit the low affinity a receptor and the high affinity 
a/0 receptor (Table II). The KG-1 and AML-193 cell lines 
each display the high affinity receptor binding sites. While 
the KG-1 cell line also exhibits the low affinity receptor 
binding sites, no low affinity receptor binding site is observed 
for the AML-193 cell line. In contrast, both placental mem- 
branes and the choriocarcinoma -derived JAR cell line display 
only the low affinity receptor binding sites. These cell lines 
and membrane preparations, which appear to have high affin- 
ity sites, high and low affinity sites, or just low affinity sites 
are all completely and specifically inhibited by 1.4 mg/ml 
purified Ab 1418 IgG. This suggests that the a-subunit 
(GMRcr) contains the Ab 1418 epitope, and, therefore, the 
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FiG. 3. Effect of sheep antibody 
1418 on receptor binding* and in vi- 
tro biological activity of rh-GM- 
CSF. A. inhibition of "^-labeled rh- 
GM-CSF binding to AML-193 cells. As- 
says contained 6.4 x 10* cells, 20 pM 
labeled rh-GM-CSF (17*400 cpm), and 
antiserum at the indicated dilutions. 
Specific binding in the absence of anti- 
serum was 3180 cpm. B, inhibition of 
GM-CSF-dependent AML-193 cell pro- 
liferation. Assays contained 1 x 10* cells 
and 1.0 ng/ml rh-GM-CSF. The increase 
in absorbance at 570 nm in the absence 
of IgG was 0.270. (No stimulation of the 
AML-193 cells was observed in the ab- 
rof rh-GM-CSF.) 




1/SERUM DILUTION 



0.4 



£ 0.3- 



2 0.2 

Q 

—i 

3 

O 



B 




ANTIBOOY 1418 IgG <pg/ml) 
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Table II 

Inhibition of ™I -labeled rh-GM-CSF binding to receptor by anti- 
idiotypic antibody Ab 1418 



Celt type 


iC, of high 
affinity site 


K, of tor 
affinity aite 


Inhibition* 




p*f 




% 


AML-193 


70 




100 


KG-1* 


6.7 


0.73 


100 


JAR 






100 


Placental membranes 




0.74 


100 



° Maximal inhibition of m Mabeled rh-GM-CSF binding to cell- 
surface receptors by antibody HIS. 

6 Two murine monoclonal antibodies (Madjic, 1984); one that was 
raised against KG- 1 cells and that recognizes granulocytes (VTM-C6) 
and one that recognizes a carbohydrate determinant on human gran- 
ulocytes, monocytes, and their precursors (VTM-2) were tested on 
KG-1 cells for inhibition of m Mabeled rh-GM-CSF binding to recep- 
tors. The tact that no inhibition was observed with either antibody 
further supports the specificity of the inhibition derived from the 
anti-idiotypic antibody 1418. 

amino acid region containing residues 1 10-127 of h-GM-CSF 
is involved in the GMRor interaction. 

We then wanted to confirm that Ab 1418 was targeting the 
o>subunit (GMRa). We chose to examine whether Ab 1418 
would inhibit the IL-3-dependent proliferation of AML-193 
cells. IL-3 shares the 0-subunit (GMW) with rh-GM-CSF. 
No inhibition of this biological activity was observed, sug- 
gesting that the 0 receptor subunit was not effected by this 
antibody and confirming that the involvement was occurring 
at the or-subunit. 

DISCUSSION 

In this study, we provide evidence for the importance of the 
carboxyl-terminal 18 amino acid residues of rh-GM-CSF in 
binding of the ligand to its cell-surface receptor and expres- 
sion of biological activity. The anti-idiotypic antibody re- 
sponse underlines the importance of the carboxyl region and 
further suggests that this segment plays a direct role in the 
ligand-receptor binding site of rh-GM-CSF. 

The high affinity receptor of h-GM-CSF heterodimer con- 
sists of the cr-subunit, which confers cytokine specificity, and 
the 0-subunit. The a-subunit alone displays low affinity for 
GM-CSF. The high affinity is displayed only when the 0- 
subunit is also present. Both subunits axe required for signal 
transduction. We demonstrate that the anti-idiotypic anti- 
body Ab 1418 inhibits binding of rh-GM-CSF to both the 
high and low affinity receptor binding sites of several, cell 
lines. Hub strongly indicates that the epitope for this antibody 
lies on the or-subunit. The fact that the Ab 1418 was derived 
from an antibody directed to a peptide corresponding to amino 
acids 110-127 of the rh-GM-CSF sequence suggests that the 
carbosyl terminus, or D helix, is responsible for the interac- 
tions of the cytokine with the a-subunit. 

The high affinity receptors of h-GM-CSF, IL-3, and IL-5 
are each heterodimers. In each case, the a-subunit is distinct 
and specific for the cytokine. The /9-subunit, however, which 
is essential for signal transduction, is common to each. We 
confirmed that the 0-subunit was not effected by Ab 1418 by 
examining the IL-3-dependent proliferation of the AML-193 
in the presence of Ab 1418. In the case of IL-3, no inhibition 
could be detected. 

The a-subunit of the h-GM-CSF receptor binds to h-GM- 
CSF with low affinity. While the 0-subunit does not itself 
measurably bind to h-GM-CSF, it appears to interact directly 
with h-GM-CSF in the complex. Studies by Shanafelt et ol 
(1991a) provide evidence that the A, or amino-terminal, helix 
(residues 15-28) of the mouse GM-CSF governs the interac- 



tion of the cytokine with the p or "shared** subunit. Using 
hybrid analysis and carboxyl-teruiinal deletions, Shanafelt et 
aL (1991b) demonstrated that significant losses of activity 
were incurred by human (but not mouse) GM-CSF. In partic- 
ular, residue Trp-122 was acutely sensitive to substitution. 
Together, these data provide circumstantial evidence for an 
important role of the carboxyl terminus. In this paper, we 
provide direct evidence that a specific peptide region in the 
D, or carboxyl-terminal, helix (110-127) interacts specifically 
with the a-subunit. It is consistent that the x-ray crystallog- 
raphy of the four-helix bundle structure of h-GM-CSF (Wal- 
ter et aL, 1S92; Diederichs et aL 1991) suggests that hells B 
has very low solvent and helix C has moderate accessibility 
and that the amino helix A and the carboxyl helix D are 
so I vent-exposed. 

Thus, more than one region of rh-GM-CSF is implicated in 
expression of its varied activities. A role for more than one 
segment of a ligand in its interaction with receptor is consist- 
ent with a model of cytokine action exhibited by human 
growth hormone. The solution of the structure of the growth 
hormone co-crystal with its receptor provides information 
concerning the receptor-ligand binding sites within the com- 
plex (deVos et aL, 1992). Since this protein is believed to be 
in the same family as that of rh-GM-CSF, the structure may 
be a useful model of the complex that rh-GM-CSF forms with 
its receptor. Interaction of human growth hormone with its 
homodimer receptor occurs at two distinct regions of the 
ligand. The first site of interaction with receptor subunit 1 
occurs at the first helix of the ligand. Hie second site of 
interaction occurs between the first and fourth helix of the 
ligand and receptor subunit 2. While the receptor subunits of 
rh-GM-CSF are not identical, a potentially similar pattern of 
interaction could be envisioned. Thus, the a receptor subunit 
of rh-GM-CSF would interact with the helix D or carboxyl 
terminus of the rh-GM-CSF ligand, whereas the 0 receptor 
subunit would interact with the first helix of the ligand as 
suggested by the studies with murine GM-CSF described by 
Shanafelt et aL (1992). 

The development of the anti-idiotypic antibody Ab 1418, 
which interacts with the a receptor subunit, offers a unique 
opportunity to probe the heterodimer receptor of rh-GM- 
CSF. Antibody Ab 1418 provides an invaluable tool for defin- 
ing the residues on the receptor that may be involved in the 
ligand-receptor binding site. 
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Transduction of the biological effects of granulocyte- 
macrophage colioaiy-stimiiiSating factor (GM-CSF) and 
interIeukin-5 (HL-5) requires the ontetraction of each 
cytokine with at least two cell surface receptor 
components, one of which is shared! bed ween these two 
cytokines. A strategy is presented that allowed us to 
identify receptor binding determinants in GM-CSF and 
IL-5. Mixed species (human and mouse) receptors were 
used to flocate unique receptor binding domains on a 
series of human— niouse hybrid GM-CSF and KL-5 
cytokines. Results show that the interaction of these two 
cytokines with the shared subunit of their high affinity 
receptor connpHexes is governed by a very small part of 
their peptide chains. The presence of a few key residues 
in the amino-ternniinal cr-heUbt of each Sigand is sufficient 
to confer specificity to the interaction. Comparison with 
other cytokines suggests that the ammo^erniinal heflk of 
many of these proteins may contain the recognition 
element for the formation of high affinity binding sites 
with the a subunit of their multi-component receptors. 
Key words: cytoldnes/mutagenesis/receptors/stru<*ure— 
function 



Introduction 

The biological effects of cytokines on cell growth and 
differentiation are mediated by specific cell surface 
molecules. These molecules transduce the binding of their 
cognate cytokines into cytoplasmic signals that eventually 
trigger a cascade of intracellular responses. GM-CSF is a 
cytokine that stimulates the development of various lineages 
of hemopoietic cells (Gough and Nicola. 1989; Metcalf, 
1986). Hayashida et at (1990) have shown that its functional 
receptor is composed of at least two subuhits, GM-CSF 
receptor a (GM-Ra) and GM-CSF receptor 0 (GM-R0) 
(Chibaer aL 9 1990; Hayashida et a/., 1990; Kitamura et *t, 
1991a). The a subunit binds GM-CSF with low affinity, 
whereas the/? subunit does not measurably bind GM-CSF. 
Coexpression of GM-Ra and -Rfi leads to high affinity 
binding of GM-CSF and is required for signal transduction 
(Hayashida et aL 1990). Recent evidence indicates that the 
GM-R0 subunit is shared with the receptor systems of other 
cytokines (Hayashida er a/., 1990; Kitamura et aL , 1991a). 
High affinity binding of human interleukin-3 (IL-3), IL-5 
and GM-CSF appears to require the common GM-R0 
subunit in combination with a receptor subunit that is unique 



for each of these cytokines (Hayashida et al , 1990; Kitamura 
etaL , 1991b; Lopez et aL , 1990). In mouse, GM-CSF and 
IL-5 receptors share a common 0 subunit (AIC2B) (Devos 
etaL 9 1991; Gorman era/., 1990; Itoh etal. f 1990; 
Kitamura et al., 1991a), while IL-3 incorporates the 
homologous AIC2A molecule in its high affinity receptor 
complex (Schreurs et al. , 1991). These findings provide an 
explanation for earlier observations indicating that these 
cytokines can compete with one another, either completely 
or partially (Budel et aL, 1990; Lopez et a/., 1990; Park 
era/., 1989a,b). 

Binding of GM-CSF to its functional receptor is followed 
by transduction of a signal to unknown cytoplasmic 
messengers. To understand the mechanism of signal 
transduction in a receptor system of such complexity, it is 
essential to identify the molecular nature of the 
cytokine— receptor interaction. Human and mouse GM-CSF 
are species specific; we have used this property to search 
for unique receptor binding domains in this protein hormone. 
To approach mis problem, human - mouse GM-CSF hybrid 
proteins were analyzed in combination with mixed species 
human and mouse GM-CSF receptors. High affinity 
association (and a concomitant biological response) of mixed 
species a and 0 GM-CSF receptor chains is only expected 
to occur when hybrid GM-CSF cytokines present the correct 
species-specific receptor binding domains. This approach 
allowed us to identify the residues of the cytokine mat interact 
with the 0 subunit of the receptor. These amino acids lie 
in the amino-terminal a-helix of GM-CSF. 

Using a mouse(m)IL-5-human(h)GM-CSF hybrid we 
also show that mIL 5 interacts with GM-R0 through residues 
in its amino-terminal a-helix. Comparative analysis of other 
receptor -cytokine pairs leads us to propose that the amino- 
terminal a-helix of many cytokines is the segment that is 
recognized by a component of their functional receptors. 

IResiLoiKs' 

'Mixed specfes receptors 

The mGM-CSF dependent myeloid cell line NFS60 was 
stably transfected with a plasmid encoding the a subunit of 
the human GM-CSF receptor, and was named 3E6. Whereas 
NFS60 does not proliferate in response to hGM-CSF, 3E6 
responds weakly to hGM-CSF. This presumably occurs 
through an interaction of the hGM-CSF -^hGM-Ra complex 
with the mGM-R£ component (Kitamura etaL, 1991a). 
However, ho high affinity binding sites for hGM-CSF were 
observed on this cell line (data not shown). We had 
previously constructed a collection of human - mouse GM- 
CSF hybrid proteins (Shanafeh el al. , 1991). A comparison 
of the human and mouse GM-CSF amino acid sequences 
and a pictorial representation of the hybrid proteins are 
displayed in Figure 1 . The responses of NFS60 and 3E6 to 
the series of amino-terminal mouse— carboxy -terminal 
human GM-CSF hybrids is shown in Figure 2a. The 
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•gfe l. Hybrid OM-CSF ptoteins. a,. Amino acid sciences of human and mouse GM-CSF; Sequences' are aligned for optimal Komotogy to Pictorial 
representatica of the hybrid GM-CSF proteins. Cfcen bats correspond to hGM-CSF. sequences, and shaded to mGM^CSF. The naming of the hybrid 
proteins follows the convcntxoa that either an M (mouse) or H (human) designates the species of origin of the N-tenninal portion of the hybrid 
where the number following indicates the amino acid at which the two polypeptide segments are fused. 



caiboxy-tOTiiinal 22 amino acids of mGM-CSF could be 
replaced with the corresponding human residues without 
affecting biological activity (Shanafelt et aL' 9 1991). Both 
3E6 and NFS60 fully respond when activated with the 
hybrids M103 and Ml 16, suggesting that these hybrids can 
bind with high affinity to mGM-Ra and mGM-R/3 Hybrid 
ligands M56 to M1G1 show a reduced activity with both 3E6 
and NFS60 We have no explanation for this reduction. 
However, most importantly, both NFS60 and 3E6 have an 
equivalent response to these hybrids. With hybrids M49 to 
M22 the responses of 3E6 and NFS60 are different. Whereas 
there is a minimal response of these hybrids on NFS60 cells, 
there is full biological activity to hybrids M49-M22 on 3E6 
cells. Since the only difference between NSF60 and 3 E6 is 
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the presence of hGM-Rcr, these hybrids seem to be 
interacting with this receptor in combination with the mGM- 
R0 receptor to form high affinity binding sites capable of 
transducing the biological response. This is most clearly 
demonstrated with hybrid M22: M22 shows full biological 
activity on 3E6, yet it is completely inactive on NSF60. 
Apparently, the presence of only 22 N-terminai amino acids 
of mGM-CSF on hGM-CSF is sufficient to ensure high 
affinity binding. Replacement of additional mouse residues 
in hybrid M6 eliminates this ability; its activity is identical 
to hGM-CSF. this series of experiments identifies amino 
acid residues 7-22 as the region in mGM-CSF responsible 
for specific interaction with mGM-R/J. 
To examine the effect of these hybrids in the absence of 
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fig. 1. Retatrve ab^ on NFS60 and 3E6 cells (NFS60 staMy transfected with hGM-Ra). Results are expressed as * 

activity relative to that of wfloMype mGM-CSF (see Materials and methods); hybfid proteins exhorting > 100% activity (M22. M35 and M43 to 
M47 on 3E6) are shown with activity equal to 100% /These particular hybrid proteins probably show grater than wild-type activity because of the 
higher expression of hGM-Ra compared with mGM-Rcr on 3E6 ( - KMokf). All active hybrid proteins (except M6, which appeared identical to 
hGM-CSF) had a maximal plateau response equivalent to mGM-CSF on 3E6). Open bars represent the response of NFS60 and shaded bars the 
response of 3E6. a. Response to aniinb-terminal mouse -carbewy -terminal human CM-CSF hybrids (M series), b. Response to amino- terminal 
human - carboxy -terminal mouse GM-CSF hybrids (H scries). 



mGM-Ror, we used an IL-2 dependent mouse T cell line that 
was stably transfected with hGM-Ra and mGM-R/J 
[CTLL(ha~m/3)J (Kitamura et aL 9 1991a). This cell line 
does not express any endogenous GM-CSF receptor 
subunits. Its response to the hybrids was identical to that 
of 3E6 with two exceptions: mGM-CSF, as expected, is 
inactive on the CTLL line, since no mGM-Rcr is present; 
for the same reason, hybrids M 103 and M l 16 which were 
active on 3E6, are now inactive (data not shown). 

We have also described the response of NFS60 to a 
collection of amino-terminal human -carboxy-terminal 
mouse GM-CSF hybrids (H series) (Shanafelt et a/., 1991). 



Figure 2b shows the response of this series on 3E6 as 
compared with NFS60. Only two hybrids show activity, H6 
(100%) and H16 030%). All other hybrids were inactive 
(< 0.01 %). Having determined the region of interaction of 
mGM-CSF with mGM-R0 as residues 7-22, this result can 
now be understood. Oily hybrids H6 and H 16 still have an 
mGM-RjS binding domain. This narrows down the number 
of residues of mGM-CSF critical for this interaction to amino 
acids 17—22. This region coincides precisely with that 
determined by scanning deletion analysis to be critical for 
biological activity (Shanafelt and Kastelein, 1989). 
Structurally this region is predicted to be part of an amino- 
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[M43*] bound, pM 



[hGM*] bound, pM 



fig. 3. Scatchard analysts of M43 and hGM-CSF binding to 3E6 and CTLL<ha-m/3) cells. Solid lines (single binding site) and dashed lines (two 
bindmg sites) represent best fit values obtained from the UGAND program (Munson, 1983). Each point represents the mean of at least three sets of 
data. Insets display the equiifcriurn binding isotherm (total bound, specifically bound, and non-spccificalry bound [ ,25 I)M43 or ( ,25 I]hGM) for the 
respective &^ l}£ £ l'^JM43 bindny^o 3E6; b. f'*rjM43 + 500 nM unlabeled mGM-CSF binding to 3E6; c. [^IJM4Vbinding to 
CllXflta-rnp); d. [ ,x, I)hGM binding to CTLL(ho-m^). 

terminal a-helix stretching from residue 15 to 27 (Parry 
etaL 9 1988). Our evidence suggests that this regkm functions 
as an a-helix, since proline substitutions destroy biological 
activity (Altmann et a/., 1991; A.B.Shanafeh and 
R.A.Kastelein, unpublished data). 



Table I. Equilibrium dissociation 
3E6 and CTLUha-m0) 



constants and binding site values tor 



Ligand 



Characterization of binding of M43 
The biological response elicited by the active hybrids is most 
probably due to the formation of high affinity GM-CSF 
receptor complexes. To show the presence of high affinity 
sites, one of the fully active hybrids, M43, was purified, 
radio-labeled with ,25 1, and used in binding experiments on 
3E6 and CTLL(ha-m0) (Figure 3). 3E6 expresses two 
classes of receptor for this ligand; these classes have differing 
affinities (Figure 3a; Table I). As expected, the M43 high 
affinity sites could be completely competed by mGM-CSF, 
since 3E6 still has the ability to form high affinity binding 
sites with mGM-Ror and -R0 (Figure 3b). Scatchard analysis 
of M43 binding to CTLL(hor--rr v 5) also reveals high and 



3E6 






( ,25 ilM43 


13 pM 


59 


[ l25 «M43 + 500 nM 


5 .6 nM 


38 000 






mGM-CSF 


4.8 nM 


33 000 


CTLUhcr-ntf) 






l ,2S IJM43 


15 pM 


2 200 


1 ,25 IPK3M-CSF 


3.1 nM 


100 000 


2.5 nM 


100 000 



"Mean values calculated from the LIGAND program (Munson. 1983). 

low affinity binding sites with J^s of 15 pM and 3.1 nM, 
respectively (Figure 3c; Table I) High affinity binding sites 
on CTLL(har--rn0) are not seen with hGM-CSF as ligand 
(Figure 3d). 
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Comparison of the amino acid sequences of mouse and 
human GM-CSF in the proposed 0 receptor binding region 
shows only two differences: Glul7 and Lys20 in mGM-CSF 
versus AsnI7 and Gln20 in hGM-CSF (Figure la). Random 
substitution of Glul7 in mGM-CSF has only a modest effect 
on biological activity, indicating limited involvement of this 
residue in the interaction (data not shown). Strong evidence 
for the direct involvement of residue 20 was obtained when 
we replaced Gln20 in hGM-CSF by Lys, the mGM-CSF 
residue found at position 20. Whereas hGM-CSF elicits a 
minimal response with the 3E6 or the CTLL(hor-m0) line, 
die hGM-CSF/Lys20 mutant has increased biological activity 
in both plateau and half-maximal response (Figure 4). 
Although this result identifies Lys20 as an important residue 
involved in the interaction with the mGM-R/J, it is evident 
that other residues must also contribute; the hGM- 
CSF/Lys20 mutant is still -30-fold lower in activity than 
mGM-CSF (Figure 4a). 

m/L-5 interaction with mGM-R0 

It has been suggested that in the mouse, the same 0 receptor 
subunit is present in the high affinity complexes that bind 
IL-5 and GM<SF (Devos etaL, 1991; Kitamura etaL. 
1991a). High affinity binding of these cytokines requires die 
interaction of each ligand with a unique ligand binding a 
subunit and the shared 0 subunit. We expected that, if mIL-5 
forms high affinity binding sites with the mIL-5-Ra and 
mGM-R/3, it would do so by using the same binding motif 
as mGM-CSF for binding to mGM-R0. We tested this 
possibility by generating a hybrid that consisted of amino- 
terminal mIL-5 and carboxy-terminal hGM-CSF residues. 
Specifically, we replaced amino acids 4—32 of hGM-CSF 
by amino acids 5-29 of mIL-5. This region of mIL-5 
includes a predicted amino-terminal a-helix from residue 7 
to 22 (Parry et aL , 1988). When this hybrid was tested on 
3E6 it elicited a full biological response (Figure 4a). A 
similarly strong response was observed with the 
CTLL(ha-m/3) line (Figure 4b). When CTLL cells were 
used that expressed the mGM-R0 homologue AIC2A 
together with hGM-Ra (Kitamura et aL. 1991a) instead of 
the mGM-R/3 subunit, no response of this hybrid was 
observed (data not shown). These results show that mIL-5 
can use the same 0 receptor subunit as mGM-CSF. They 
also strongly suggest that receptor recognition by IL-5 
follows the same principle underlying the mGM- 
CSF-mGM-^ fce. the presentation of a few 

specific residues in the context of ah a-helix. Sequence 
comparison shows that Lys20 and Glu21 in mGM-CSF are 
conserved in die proposed first helix of mIL-5 (Lys 10 and 
Glul 1; Table II). Moreover, the same pair of amino acids 
is generated in hGM-CSF when Gin20 is changed to Lys20, 
suggesting that besides Lys20, GIu21 may also be required 
for specific interaction with the mGM-R0 subunit. 

Discussion 

Binding of GM-CSF to its functional receptor is a complex 
event that includes interaction with multiple receptor 
components. GM-CSF is able to bind with low affinity to 
the GM-Ra subunit (Gearing et aL. 1989). The GM-R0 
subunit does not by itself bind GM-CSF, but in conjunction 
with the GM-Ra subunit it forms the high affinity receptor. 
For a biological response to occur, GM-CSF has to interact 



0.60 




Fig. 4. Growth response of 3E6 and CTLL(ha-m0) cell lines, a. 
response with 3E6 and b. response with CTLL(hor-m0)- Cells were 
incubated for 24 h in the presence of decreasing concentrations of 
mGM-CSF (O), hGM-CSF (O). M43 (□), ml L5 -hGM-CSF hybrid 
(A), and hGM-CSF/Lys20 (A). 

with both the GM-Ra and the GM-R/3 receptor (Hayashida 
et aL , 1990). The work presented here shows that a small, 
discrete region in mGM-CSF is responsible for the 
interaction with the GM-R0. Structurally; this region is most 
likely presented to the /3-recejptpr as an or-helix (Bazan, 
1990a; Parry et al 9 1988) with at least Lys20 directly 
interacting with the receptor. Evidence for the existence of 
the same binding motif has recently been described for the 
IL-2 receptor system. Exhaustive mutational analysis of 
mIL-2 led to theideritifka only residue 

interacting directly with 10^-2^91 component (Zurawski 
et a/., 19^ Zurawsld^ 1989). the only c*er 

requirement for this imeracuoii to cccur was the presentation 
of Asp34 in the context of an of-helix. The similarities 
between this receptor system and the one described in this 
paper are remarkable. In both cases die interaction involves 
residue(s) in the amino-terminal a-helix of the cytokine and 
is targeted to a receptor component tiiat by itself binds the 
ligand poorly (in the case of IL-2, Ringheim et aL, 1991) 
or not at all (in the case of GM-CSF, Gorman et aL , 1990; 
Hayashida et aL , 1990). A third example is the interaction 
of mIL-5 and mGM-R/5. This is a biologically relevant 
interaction, since the GM-R0 subunit seems to be required 
for high affinity IL-5 binding. Although we have not yet 
precisely identified the responsible residues within the mIL-5 
amino-terminal helix, it is likely, based on the work 
presented here, that the interaction between IL : 5 and its 
receptor follows the same general pattern. 
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Tabte XL Amino acid homology in predicted ammo-terminal helices of cytokines 



Cytokine Proposed helix Ammo ackfl sequence 9 
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"Only the pertinent portion of each helix is shown. 

^Predicted helices are from: for IL-2. Brandhuber et at. (1987) and Zurawski and Zurawski (1989); for ML-3. Parry et ai (1988)- for mIL-5 Parry 
etol. (1988); for hIL-6. Bazan (1990a); for hG-CSF. Parry et aL (1988); for hEPO, Bazan (!990a); for hGM-CSF. Parry et aL (1988). The'lccation 
of the N-terminal helix in the other cytokines was based on comparable motifs from these secondary structure predictions. 



The overall structural conservation of cytokines as four 
a-helical bundle proteins (Parry etaL, 1988) and the 
common receptor<ytokine binding motif described above 
hints at the existence of an aminoterminal recognition helix 
in many cytokines that exist as four a -helical bundle proteins. 
This recognition helix contains the primary and possibly the 
only specific site of interaction of the cytokine with one 
component of its functional receptor. In Table D, the 
sequences of proposed ami no-terminal helices of a large 
number of cytokines are compared. There is an absolute 
conservation of a negatively charged residue (Ghi/Asp) in 
each helix. Two other positions are conserved in relation 
to the negatively charged residue; if the charged residue is 
designated as position 0, residues at positions -2 and +5 
are both hydrophobic. Upon examination of the spatial 
relationships in the helix, it is evident that the hydrophobic 
residues are located on one side of the helix separated by 
two helical turns „ with the Glu/Asp residue in between these 
residues on the opposite side of the helix. Whale these 
conserved residues may define a core motif, other residues 
in the helix, such as Lys20 in mGM-CSF, possibly confer 
specificity to the interaction. 

What residues of a cytokine receptor are targeted to 
interact with the proposed cytokine recognition helix? 
Cytokine receptors form a family of proteins with a number 
of conserved features (Bazan, 1990a,b). It is possible that 
one of these, the 'WSXWSV amino acid sequence in the 
extracellular domain near the transmembrane region, is the 
target region for this interaction. Recendy, this region was 
implicated in a direct interaction between human growth 
hormone and the prolactin receptor, a member of this 
receptor family (Cunningham et a/., 1990). The binding was 
mediated by Zn 2 * coordination of three residues in growth 
hormone, two of which are located in the ami no-terminal 
helix of the protein, and a His residue in the immediate 
proximity of the 'WSXWS* sequence of the prolactin 
receptor. If the binding motif described here is directed 
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towards a conserved feature of a receptor subunit, e.g. the 
'WSXWS' motif, then this principle may not be restricted 
to cytokine-R/? interaction alone. For example, both GM- 
Ra and -R0 belong to this receptor family; therefore, it is 
possible that the same binding motif that governs interaction 
of GM-CSF and GM-R0 also determihes the interaction of 
GM-CSF with GM-Ra. There is some evidence which 
suggests that this is indeed the case. Critical regions identified 
in mGM-CSF coincide with predicted a-helioes, emphasizing 
the importance of these regions (Shanafelt and Kastelein, 
1989). Interestingly, inspection of the sequence of human 
and mouse GM-CSF, as weU as of IL-5, shows that in the 
carboxyHerrninal helix of these molecules the proposed core 
binding motif is present. This C-terrninal region of IL-5 has 
been shown to affect both its biological activity and receptor 
binding characteristics (McKenzie et aL, 1991). 

A key question remains. GM-CSF has no measurable 
affiniry for the & subumt without GM-Rcr, yet the equilibrium 
constant of the high affinity complex is hi the picocnolar 
iange. It is likely that we have detennined the specific 
ligand— recepaor mteractioh that turns this complex into a 
high affinity receptor. However, other protein— protein 
associations must exist to account for this high affinity 
binding constant. It is not yet known how great the 
contribution of receptor —receptor interactions is to this 
process. The homology among cytokine receptors opens the 
interesting possibility that new receptor combinations could 
be formed that respond to appropriate hybrid ligands. Such 
hybrid ligands may be useful as antagonists since their 
potential to form high affinity complexes could be used to 
effectively compete for high affiniry binding of the native 
ligand. 

"Materials amid methods 

Bacterid hast strews end vectors 

the E-coii K 12 strain JM10I (Messing 1983) was used as host for the 
propagation and maintenance of M B DNA. CJ236 (Kunkd a at., 1987) 
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was bad to prepare uracil DMA for use m she-directed mutagenesis. ABI899 
(Howard^FlartdcrstfdL. 1964) was used as tfcc host for expression of wild- 
type aatd rraitam human and mouse GM-CSF pitfleins. Either pINIIlQmj>H3 
ILundeO ef al, 1990) or pOMPTH3 (a tetracycline resistant variant of 
pSNGlc3npH3) was used as the expression vector for all GM-CSF genes. 
Elsewhere, we have described the expression of biologically active, mature 
GM-CSF with this Ecoli secretory expression system (Greenberg ex al.. 
1988). 

Mutagenesis, recombinant DMA. end sequencing protocols 
Sitc-oircctcd mutagenesis followed the protocol described by Kunkel et a!. 
(1987). fodivtdual doses were sequenced using thedSdeoxynucteoode method 
{Sanger et oL, 197?) with modifications described in the Sequenase {United 
States H&ochemical) prcttjod. M13 (repfalive farm) DMA containing correct 
mutations was cleaved with Xbal and BamHL (New England Biolabs) for 
clooiag into pINIOomprU. Synthetic oligonucleotide overhangs 
corresponding to amino acid residues 5— 29 of mIL-5 were ligated into the 
synthetic hGM-CSF gene (Shanafeh etal. 1991) cleaved with figJH and 
Sacfll. This construct replaced amino acid residues 5 -32 of hGM-CSF with 
those of mIL-5 in the pINniompH3 expression vector. The generation of 
the human —mouse GM-CSF hybrids is described elsewhere (Shanafeh <f aL. 
1991). 

PirQpETBiSon End tfusntfficBtton of protein extracts 
Expression and quantification of mutant proteins is described elsewhere 
(Shanafelt et aL. 1991). Briefly, all mutant proteins were produced in Ecoti 
AB1899 and periplasm*: extracts were prepared by osntotic shock (Shanafeh 
and Kastelein, 1989). When purified, protein prepared by osmotic shock 
behaved identically to the pure product ( A. B. Shanafeh and R.A.KasteIein. 
unpublished results): the specific activity of osmotic shock extracts varied 
by < 80% for a given mutant in multiple assays performed over several 
months time. The amount of mutant polypeptide produced was determined 
using quantitative immuno-slot blotting. The error in the calculated 
concentration of GM-CSF protein by this method was estimated to be 2-fold 
.based on repetitive protein samples. 

Trcnsfection of memmatisn ceB lines 

The low affinity hGM-CSF receptor (Gearing et al., 1989) was stably 
transacted to the mGM-CSF drpendent cell line NFS60 with me Upofcctin 
reagent (BRL) using the manufacturer's suggested protocol. The neomycin 
resistance gene was used as the selection marker. Stable cransfectants were 
selected with 0418 at I mg/ml; the clone used in this study had the strongest 
response to hGM-CSF and was designated 3E6. The generation of the 
CnXjha— m0) cell line has been previously described (Kstamura et al. . 
1991a). 

■PtvSferatSon assays for human end mouse GM-CSF activity 
Protein extracts were assayed using the mouse GM-CSF dependent myeloid 
leukemia ccO line NF560, 3E6 and CnXflicr-rn/J). Sample concentrations 
were adjusted to 108 000 pg/ml and titrated in quadruplicate to 1.8 pg/ml. 
The M43*4nnethYltiiiazol-2-yl]-2 bromide (MTT) 

assay des cribe d by Mosmann (1983) was used to measure the extent of 
jproJtfeobioau &nd dbsorttaitcc values were read with a kinetic 
nucrojjSaie ggatfer (Molecular Devices). The ccnccntrauon of each mutant 
. 'said tySd^ype.GM^SFthra gave 50% ^ masurium response was determined, 
and specific relative activity was calculated using dee relationship: 

% Activity « (fwuVl-typeI ¥i /|mutant) tt )xlC0% 

. where (wDd*type) % and (mutant J ^ are the concen tr ations of wild-type and 
mutant GM-CSF proteins, respectively, that gave 50% maximum response 
in the NFS60 or 3E6 assays. 

Purification end binding characterization of M43 
M43. expressed in Ecoli. was purified to homogeneity from periplasmic 
extracts by gd filtration through Superdex-75 (Pharmacia-UCB) followed 
by affinity chromatography using agarose -coupled (AminoUnk. Pierce 
Qtenucal Co.) ano-mGM<SF MAb 35EIO (kindly provided by M.Pfcarce). 
Purified M43 was radiolabeled with >25 1 using the Bolton and Hunter 
reagent (ICN). Binding assays were performed as follows: 3E6 cells 
(maintained in mGM-CSF) were harvested and incubated with 1 ml ice cold 
10 mM NaPO*. 150 mM NaQ. pH 3.0 for 2 nun. diluted to 50 ml with 
10 mM NaPG 4 . 150 mM NaCI. pH 7.0. centrifuged and finally 
resuspended in 1 X Hanks' balanced salts solution (Gibco/BRL) comaining 
0.1% BSA. 0.02% NaNj and 10 mM HEPES. pH 7.5 (HBAH buffer). 
CtlX(hcr-m0) cells (maintained in mIL-2) were prepared without acid 
treatment I x 10^ (3E6) or IxlO^GTU^-ntfHceBs in 200 pi HBAH 



buffer were incubated with decreasing concentrations of [ ,25 IJhGM-CSF 
(Amersham. sp. act. 947 O/rnmol) or [ l25 IJM43 (sp. act. 400 Ci/mmol) 
at 4°C with continuous agitatioa for 4 h. Non-specific binding was 
determined by including unlabeled hGM-CSF or M43 as ap jwj"" *'* d a 
concentration of 1 pM. Cell bound radioactivfty was separated from free 
ligand by cemtifugatioa at 4°C (4 nun, 12 COO g) through dicctyl- 
phthalaterdibutylphthalate (2:3). and bound and total radioactivity were 
measured with a Cobra 5010 -^counter (Packard). The equilibrium binding 
data were analyzed using the LIGAND program (Munson. 1983). 
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